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(57) Abstract 

A polymeric com- 
position effective to 
bind, with a selected 
binding affinity, to a 
single-stranded polynu- 
cleotide containing a 
target sequence of bases* 
The composition in- 
cludes non-homopolym- 
eric, substantially stere- 
o regular polymer mole- 
cules, each composed of 
a sequence of base com- 
plementary recognition 
moieties adapted to hy- 
drogen bond to corre- 
sponding, in-sequence 
bases in such target se- 
quence, under selected 
binding conditions, and 
a substantially stereore- 
gular, predominantly 
uncharged backbone 

supporting the recognition moieties at positions which allow hydrogen'bonding between the recognition moieties and the 
corresponding in-sequence bases in the target sequence, The composition is useful in a diagnostic assay system for deter- 
mination of a polynucleotide containing the target sequence; in research applications involving binding to specific target 
sequences in solution for the purpose of selectively altering target expression, including replication, transcription, and 
translation; and in therapeutic uses based on inactivation of single stranded polynucleotides in viva 
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STEREOREGULAR POLYNUCLEOTIDE-BINDING - POLYMERS 

Field of the Invention 

The present invention relate^"C5 == base-specif ircf 



10 



15 



20 



25 



30 



polyriucleotide-Sindlng polymers 

2. Background of the Invention 

Compounds capable of recognizing and binding 
specifically to a target base sequence in a 
polynucleotide haue many potentially valuable 
applications. For example, in therapeutic uses, the 
compounds could act to bind to and inactivate viral 
genomes, or other single-stranded polynucleotide 
species characteristic of an infecting microorganism. * 
In diagnostic applications, the compounds could be used 
to "hybridize" with analyte single-stranded 
polynucleotides, to detect the presence of viral or 
bacterial-specific nucleic acid species. 

The earliest attempts to devise an agent which 
is capable of binding specifically to a base-specific 
target region of a polynucleotide were based on the 
concept of (Belikov, Zarotoua, Grineu) derivatizing a 
target-specific polynucleotide with an alkylating agent, 
(Summerton and Bartlett (1978), J. Molec. Biol, 122:145) 
binding the derivatixed copound to the target 
single-strand RNA or DMA. Alkylation of the target 
strand would then bind the compound irreversible to the 
target. There are two major difficulties with this 
approach. First, the negatively charged backbone of the 
derivatized polynucleotide seriously restricts its 
transport into living cells. Second, the phosphodiester 
linkages in the agents are susceptible to rapid cleavage 
by cellular nucleases — particularly when the gene 
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inactivating agents are taken into cells via 

^ ndOCytOS H^e,ent^ recombinant DMA methods haoe 

— aa-iou^-f-or-lthe-design of plasmids which carry a _ 

u«e* pna transcript can recognize and 
anti-sense gene whose RNA transcnp 

5 bind to a particular target single-strand 

^nucleotide. Introduction of such a f*™< "« 
cells results in continuing production of antx-sense 
I N which appears to pair with its complementary target 
IL and thereby bloc, its translation (Izant and 
10 weintraub (19,4). Cell, 36:1007; Izant and ^aub 
(1985). Science. 229:3*5). A particular merit of this 
approach is that successful introduction of even a 
tingle such plasmid could potentially effect contxnued, 
inactiuation of the targeted gene activity and/or 
15 permanent resistance to the pathogen contaxnxng the 
targeted genetic sequence. The approach is seuerely 
limited, however, by the problems of ^^7™** 
large number of tissue or organ cells with the plasmid 

2Q c-n.fcr»c*. ^ ^ ^ polynucle otide binding 

agent which is both readily taken up by cells and stable 
against intracellular degradation haoe focused on 
polynucleotide analogs which haoe uncharged or 
substantially uncharged backbones. One of the earliest 

25 reports of such uncharged comppounds involved a number 
of polynucleotide analogs in which the normal 
sugar-Phosphate backbone of nucleic acids was replaced 
by a polyvinyl backbone. These nucleic acid analogs 
W ere shown to haoe normal Watson/Crick pairing 
30 specificities with complementary polynucleotides - but 
udth substantially reduced Tm values (Pitha and Pxtha 
(1970). Biochem. Biophys. Acta. 204:39). 
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Subsequently, uncharged and substantially 
uncharged heteropolymeric polynucleotide analogs r« 
arl xsostructural u,ith n»r>U *cids have been 



more 



nearly lsostruutui - - 



' substances include both ^ nitrogen ^ • 
derioatized (Karpoua et al (19BO). <■<- 
and underiuatized (Richard Tullis. 
Co»unication. Molecular Biosystems In . San -> leg 
oligonucleotides having thair phosphate, » the 

* zszzzz r:.r.:;;;... — 

~~» 7"";^,;:;"'„; • 

methvlephosphonate backbone linkages, «r « 
iphcsphonate linkages alternating ^^a^ed 
» achiral phosphodiester J^^TT^ 

Sioche... «:40*l: Blake. ^^. ^ 01^. 
20 TS'O. and Millar (1985) . 2»:6U2; Hxll.r. ».«.. 
pur.li.n. Blake. Murakami. «edd». Spitz, and Ts o 
(1985). Biochimie. §7.:769). 

° The above-described uncharged or substantially 

uncharged oligonucleotide analogs have been reported to 
25 e t r luing cells and pair with complementer, genetzc 
eg ences therein. Xn particular, it has been found 
net optical uptake by the cells is 

compounds are designed urtth one or a feu, zonzc groups 
er molecule, to enhance solubility in agueous medzum. 
30 if the charge density on the backbone is increased 
significantly, houeoer. problems of poor ™ or * 
across the cell membrane are encountered. Also, greater 
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linkages are avoided. 

The abowe uncharged ^substantially uncharged 

: ^lynuctegt^e-analogs^all^nit ^hxral >acXbohe 



10 



linkages, i.e., linkages in which two possible 
stereoisomer^ forms are allowed. As a consequence, the 
backbone of the polymer produced by linking subunits has 
a random sequence of left- and right- handed forms. 
This type of backbone structure, which is also referred 
to as an atactic backbone, is characterized by a broad 
range of analog/target binding constants . The mean 
binding constant can be significantly reduced with 
respect to the binding constant between normal 
complementary polynucleotides. * 
for the phosphotriester and methylphosphonate- 
15 linked nucleic acid analogs this binding constant 

reduction and broadening presumably derives from one 
linkage isomer favoring Watson/Crick pairing of proxxmal 
bases and the other linkage isomer inhibiting 
Watson/Crick pairing of proximal bases. This linkage 
20 chirality effect on base-pairing has been well 

established by studies involving two separated isomeric 
forms of a methylphosphonate-linked dideoxyribonucleo- 
side Each of these dimers was mixed with its 
complementary polyribonucleotide. One isomer was found 
25 to bind with a Tm of 19.8°C while the other isomer had a 
corresponding Tm value of only 15. (Miller. Dreon, 
Pulford, and Parland (1980), J. Biol, Chem. 255:9659). 
These studies were further extended to examine Tm 
binding values in homoisomeric decamers formed by 
linking the isomeric methylphosphonate dimers with 
normal phosphodiester linkages. The decamer formed from 
dimers having the preferred isomeric methylphosphonate 
linkages paired with its complementary genetic sequence 



30 
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a Tm of 33-C. By contrast, the correspondxng 
decamer containing the other isomeric form of 
^thvlPhosphonete linkages failed to p air » ^ 



Oreon. 
255:9659) 



On theoretical grounds there is reason to 
belieoe that for a sequence-specific polynucleotlde- 

nding agent to he of therapeutic 
value it should pair with its complementer, target 
» e, nee with., substantially uniform binding constant. 
The rational, here is that if a given preparation 

tains multiple molecular species each with its own 
separate target binding constant, then those species 
bavin, lower binding constant, will contribute . 
15 the target binding activity while some of those havxn, 
significantly higher binding constants also form 
loderatel, stable mispaired complexes 
sequences. In a therapeutic context an, ^"*f".nt 
binding to nontarg.t sequences has the 
20 generating toxic side effects. " hil « ™ \ htah 
context such binding is expected to lead to hxgh 
backgrounds and/or false positiues. 

in principal, using currently available 
technologies it should be possible to P^.*^ 
25 foregoing charged or partially charged end chxrally 

n Id nucleic acid analogs having substantially uniform 
target binding constants. One method for accomPlxshxng 
this would involve binding the the polymer solution 
Ich contains' polymer species with a wider range of Tm 
30 values for a given target sequence, to an affinity 

column having the target sequence in ■» — „ 
form . The analog is then eluted with eath e gradient 
an eluant. such as formamide. which will release 
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increasing!, more tightl, bound analog at higher eluant 
concentrations, and/or b, eluting while slowl, 
increas i ng th e tomporst u r. ft -arrow cut of the eluant 

. - i k4nH4na constant. 



s nou la-c-oi i —i - 

substantial!, uniform target binding constant. 
6 eoin, greater binding homogen.it, with this method 

obviousl, means reducing the fin.! yield of usable 
poller substgntiall, . Alternative!, . it » possxble 
that uncharged oligonucleotide analogs haoing tactic 
Usages (i.e.. all molecules haoing the s.m. sequence 
10 of chiral centers) could be prepared b, means of a 
geometric assembl, procedure in which one of the two 
ttereoisomers formed at each subunit addition step s 
re tained. and the other discarded. The lirnitatio, of 
this procedure, of course, is that at least half of the 
15 Lteri.l is discarded at each subunit addition step, so 
That the ,ield can be at most 1/*" of the starting 
„.terial. where n is the number of rounds of couplings 
required in the synthesis. 

Thus, although it may be possible to prepare 
20 uncharged polynucleotide analogs haoing chiral 
intersubunit linkages which pair uith thear 
complementary target sequences with a substant1 ^ 
uniform binding constant, neuertheless . the synthesas 
and purification of such chirally linked polymers would 
25 b e time-consuming and yields would necessarily be poor. 

3. Qummarv of ^" Tnuention 

It is therefore one general object of the 
invention to prouide a base-specific 
30 polynucleotide-binding composition which substantially 
overcomes problems and limitations associated wxth praor 
art polynucleotide-binding agents. 
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Related objects of the invention include: 
(a) Providing such a composition whose polymer 
mole^ components all haue substantially the same 
-binding aTfinitv with respect to a^target sequence in a 



single-stranded polynucleotide; 
5 (b) Providing such a composition which can be 

designed for targeting against virtually any nucleotide 
target sequence within a length range of between about 
5-30 base pairs, and which can be prepared in relatively 
high yield; 

10 (c) .Providing such a binding composition 

having a desired binding affinity for a selected target 

sequence; and 

(d) Providing such a binding compound which is 
suitable for a uariety of diagnostic and therapeutic 
applications which take advatage of the of the 
stereoregular. uncharged or substantially uncharged 
nature of the backbone linkages in the compound. 



IB 



20 



25 



30 



The invention includes a polymeric composition 
designed to bind, with a selected binding affinity, to a 
single-stranded 

polynucleotide containing a target sequence of bases. 
The composition includes non-homopolymeric . 
substantially stereoregular polymer molecules of the 
form: 

R 2 R 3 R n 
B ~ B ~ B ~ . . . B , 

where: 

(a) R -R are recognition moieties selected 
from purine. puriSe-like . pyrimidine, and pyrimidine 
like heterocycles effective to bind by Watson/Crick 
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pairing to corresponding, in-seguence bases in the 
target seguence; 

( b ) n -i. such that the total number of 

1 "I A. -sU/MI V IK* 



molecule "and target seguence is at.least about 15; 

(C ) B ~ B are backbone moieties joined by 
chemically stable, substantially uncharged, 
predominantly achiral linkages; 

(d) the unit length of backbone moieties as 5-7 
atoms if the backbone moieties haue a cyclic structure, 

10 and 4-6 atoms .if the backbone moieties haue an acyclic 

structure; and 

(e) the backbone moieties support the 
recognition moieties at positions which allow 
Watson/Crick base pairing between the recognition 

1B moieties and the corresponding, in-sequence bases of the 

target sequences. 

in a preferred embodiment for use in 
therapeutic applications, the polymeric molecules, haue 
a small number of charges, to increase compound 
20 solubility in aqueous medium. The charges may be 

attached at end regions of the molecules or at achiral 
charged backbone linkages. 

The polymer molecules are constructed, 
according to the method of synthesis of the invention. 
25 by first selecting a sequence of bases in the target 

polynucleotide. The sequence is typically between about 
5-32 bases, and preferably between about 8-20 bases, 
corresponding to the number of subunits in the final 
binding polymer. The binding affinity of the binding 
30 polymer for the target polynucleotide can be increased 
by increasing the number of target-sequence bases (and 
correspondingly, the number of .subunits in the binding 
polymer) . Polymer subunits of the form B-R^ and/or 
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B-r. are then coupled in a defined sequence 
corresponding to the sequence of bases in the 
target-specific sequence. Here R ± and R. are 
^eco gnition^oiMes^-defined^boue, which are capable 



— o? forming Watson/Crick base P airing-with-correspond-x,^ 
5 polynucleotide bases through either two or three 

hydrogen bonds, respectively . The binding affinity or 
the Tm of the binding polymer for the target 
polynucleotide can be selectively varied according to 
the ratio of R ± to R. recognition moieties used in 
10 forming the polymer, with a greater percentage of R_. 

recognition moieties producing a lower binding affxnity 
for the target polynucleotide. 

The polymers are useful in a diagnostic system 
for detecting an analyte polynucleotide having a defined 
15 target base sequence. The system includes a support 
reagent composed of the polymer molecules of the 
invention linked to a solid support. In one embodiment 
of the invention, the polymer binding molecules are 
predominantly uncharged. In another embodiment, the 
backbone moieties are joined by achiral charged 
linkages, such as phosphodiester linkages, alternating 
with one or more uncharged achiral linkages. 

In practicing the assay method, a 
polynucleotide analyte is added to the diagnostic 
reagent under conditions in which the analyte is in a 
single-strand form and which allow sequence-specific 
pairing between the analyte and the reagent polymers. 
After the analyte/polymer annealing reaction, the 
reagent is washed to remove unbound test material. The 
reagent and bound analyte are then reacted with a 
oligocationic reporter which is designed to bind by 
charge attraction to the charged, phosphodiester 
linkages of the bound analyte. but not to the uncharged 
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or substantially uncharged polymer molecules. One 
feature of the system is that the ratio of bound 
-reporter to hound a nalyte polynucleotides (the number of 



r epor tci- . ■ — — • ■ - — — —7- — 

^^^^^^^^^^^^^^ 



lO 2 -^ 4 ", giving a highly sensitive assay, 
5 in therapeutic applications, the polymer 

composition is designed to inhibit expression of a 
selected target single-stranded polynucleotide, such as 
an RMfl virus. Here the polymer is preferably 
constructed to bind spsecif ically to the target 
10 polynucleotide. u,ith the minimum binding needed to 

produce the desired inhibition of target expression, to 
minimize non-specific binding effects. 

' These and other objects and features of the , 
present inuention will become more fully apparent when 
15 the following detailed description of the inuention as 
read in conjunction with the accompanying figures. 

Brief Description of the Figures 

Figure 1 shows preferred purine and pyrimidine 
20 structures used in forming polymer molecules of the 
inuention; 

Figure 2 shows preferred purine-like and 
pyrimidine-like recognition moieties used in forming the 

polymer molecules; 
25 Figure 3 shows preferred cyclic backbone 

moities used in forming the polymer molecules; 

Figure 4- shows preferred acyclic backbone 
moieties used in forming the polymer molecules; 

Figures 5A and 58 illustrate two preferred 
30 subunit assembly schemes for coupling 1^ N 2 type 

subunit backbones; 

Figure 6 shows the backbone structures of 
subunit dimers A-ft through D-D formed in accordance with 
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the methods illustrated in Figures SA and 58. and two 
cyclic backbone structures formed in accordance with the 
methods illustrated in Figures 7A and 7B; 

-Figures 7.A-.7C illustrate three pre ferred 



Tubunit as^e^lT^nemes-for-coupj.ang~N r 

subunit backbones; and 

Figure 8 shows preferred acyclic backbone 
structures of subunit dimers Formed in accordance with 
the methods illustrated in Figures 7A-7C; 



10 npj-ailed Descriptio n oF the Invention 

The polymeric composition of the indention is 
designed to bind, with a selected binding affinity, to a 
' polynucleotide containing a target sequence of bases. 
The composition is composed of non-homopolymeric . 
15 substantially stereoregular molecules or species of the 
Form: 

«! R 2 R 3 R n 

where B-R . are a series of base-specific subunits 
containing a backbone moiety B and a recognition moaety 
R. which is selected to bind specifically by 

25 Watson/Crick base pairing to a corresponding. 

in-sequence base in the target sequence, and the 
subunits are joined through their backbone moieties 
predominantly achiral. substantially uncharged bonds. 
The design and selection of suitable subunits for use an 

30 constructing the polymer species will be be described in 
Section I below. Methods for coupling subunits through 
achiral linkages are described in Section II. with 
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subunit-protective group strategies involved in subunit 
synthesis being discussed in Section II. 

The polymer s p eci es are synthesized by 



-■ - — — TnB — polym e r o ^ pvx ^^ — — r — ^ — - - ■ -■ - -- ■ 

If a selected length and sequence, as will be described 
5 in Section IK. the length of the target sequence and 
polymer sequence is selected to achi.u. a desired 
binding specificity. The binding affinity of the 
poller for the target can be selectively * 
se.er.1 strategies discussed in Section IU. 
10 the choice of .recognition moieties which are capable of 
either three (for greater binding 
M (f or lesser affinity) base-paired hydrogen bonds 
uith the corresponding target base. The resulting , 
cos-POSition contains polymer species or molecules all 
15 hauin, substantially the same sequence of ..burnt, and 
substantially the same sequence of intersubun.t UnV.ge 
types, in functional t.r... all of the polymer sp.cxes 
ha »e substantially the same binding affinity for the 
target polynucleotide. Methods for assembling the 
20 polymer, once a desired subunit sequence is selected. 

are giuen in Section IU. 

The polymer composition is useful an a nouel 
solid-Phase diagnostic system uhich is described in 
Section IU. This system is based on the binding of 

" analyte polynucleotide molecules to support-bound 

polymer molecules and subsequent elctrostatic attachment 
of multiple polycationic reporter molecules to the 
polynucleotide, to glue an amplified reporter signal for 
each bound analyte molecule. The polymer is also useful 

30 in a uariet, of solution applications, including 

therapeutic applications, which are also considered an 
Section IU . 
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Subunit Structure 



fi . The Recog nition Moiety 

-T-he- desiqn-of_tb.e_subunits B-K^ which ar«r 



10 



suitabU for use irTTorming the-po^mer-species-of-LUo 

invention involves a number of structural and/or 
stereochemical criteria uihich must be met both by the 
backbone and recognition moieties and by the linkage 
between the two. The design requirement of the 
recognition moiety will be considered first. 

The recognition moiety of each subunit must 
provide two or three hydrogen-bonding groups held in an 
unambiguous configuration adapted for hydrogen bonding 
to two or three of the Watson/Crick hydrogen bonding -. 
sites on a specified in-sequence base of the target 
15 genetic sequence. To avoid undesired mispairing between 
recognition moiety and its corresponding target base, 
under the conditions of use. (1) the tautomeric state of 
the recognition moiety should be relatively stable, and 
(2) the recognition moiety should have a structure which 
provides a relatively rigid arrangement of the hydrogen- 
bonding groups. Such rigidity is best afforded by a 
ring structure having the polar hydrogen-bonding groups 
either forming part of the ring, or directly attached to 
the ring. 

The preferred recognition moiety "structures 
include purine, purine-like. pyrimidine. and 
pyrimidine-like structures which are designed to form 
Watson/Crick base pairing, through either two or three 
hydrogen bonds, with selected polynucleotide bases. The 
group of subunits used in polymer synthesis includes at 
least two recognition moieties which are base-specific 
for different polynucleotide bases, and preferably one 
or more recognition moieties for each of the four bases 
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in a natural DNA or RNA polynucleotide. Also, as uixll 
be seen below, it is desirable to prouide one group of 
recognition moieties. which are capable of 

^Ul« ""cleotxde ^. U^^ ^ h^en 

— t_j -J- nanahift OX 



-^f,,' and ^^^ro^^^^-^^^ 
5 binding with the same bases through three hydrogen 

bonds. Figure 1 shows exemplary purine and pyrxmxdxne 
type recognition moieties. The purine structures 1 and 
2 are designed to bind to thymine or uracil bases, 
structures 3-6. to guanine bases; structures 7-9 to 
10 cytosine bases, and structures 10-12. to adenxne bases. 
Structures 1. *, B. 6. 8. and 10-12 are R. type 
Pieties adapted to bind to corresponding xn-seguence 
bases through two hydrogen bonds, and the remaxnxng , 
structures are R. type moieties which form three 
15 hyd-gen bonds on base pairing. As .ill be seen below, 
purine and pyrimidine nucleosides are useful xn 
synthesis a variety of other subunits which are 
suitable for use in polymer synthesis. These subunxts. 
modified if necessary udth amine -protective groups, can 
20 be obtained from commercial sources, or prepared 

according to known methods, such as those described or 

referenced in Example 1. 

A number of purine-like or pyrimidine-lxke 
structures in which the recognition moiety is joined to 

25 the backbone through an annular carbon are shown xn 
Figure 2. These structures haue base pairxng 
specificities and hydrogen bonding properties like those 
of the analogous structures shown in Figure. Although 
the binding properties of a polymer containing a - 

30 carbon-linked recognition moiety may not be 

significantly different from that of a polymer whose 
recognition moities are nitrogen-linked, as in Figure 1. 
subunits incorporating the carbon-linked moieties 
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generally require a greater synthetic effort than do 
subunits containing preformed purine and pyridines. 
However, for some subunit syntheses, such as the 
s^IheS g achirai acyclic b a ckbo n e o ubunxt s 
^scTiTO-irrE^le-l^the^arbon-li^ 

_ _ . » _ _ i. M m -i al 



5 moieties prouide a useful starting material. 

B The Backb one Moiety 

The backbone moiety of each subunit has the 

general form E, or N — ^ where * t and 

10 N are nucleophilic groups and E is an electrophxlxc 
group. Based on ease of subunit coupling and reguxred 
stability of the resultant intersubunit linkage, as 
discussed beloui. the preferred nucleophilic groups are, 
amino, hydroxyl and hydrazine; and the preferred 
15 electrophilic groups, and/or electrophilic linking 
agents, are derivatives of carbonic, thiocarbonxc. 
carboxylic. and sulfonic acids. 

Backbone moieties can have either a cyclxc or 
an acyclic structure. While the. total number of 
possible backbone moiety structures is very large, 
nevertheless, only a rather limited number of structures 
are of actual practical value due to a number of 
factors. The initial procedure by which promising 
backbone moieties were selected was as follow.. 
2S As a first conditions, only those cyclxc 

backbone moieties mere considered uihich consisted of. or 
could be readily derived from, deoxyribose or rxbose. 
This limitation is a practical one and reflects the 
difficulty and corresponding greater expense of de_novo 
30 synthesizing ring structures having multiple chiral 

centers. In general prospective backbone moieties and 
intersubunit linkages expected to be suitable for 
polymers were selected on the basis of one or more of 
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the following factors: feasibility of synthesis based 
on known reactions; expected ease of synthesis from 
available starting materials; simplicity of structure; 

_ ^- — tr=-ii-|^'l 



Initial screening of promiTO^batkbone 
5 moieties and intersubunit linkages was performed as 
follows. Space-filling CPK molecular models of duplex 
DMA and RNA were constructed according to parameters 
determined by x-ray diffraction of oligodeoxyribo 
nucleotides in the B-form and oligonucleotides in the 
10 A _form. in each of these constructed duplexes one of 
the two sugar-phosphate backbones was removed. Next, 
each prospective backbone was attached, if possible, to 
the sites on the bases form which the original t 
sugar-phosphate backbone had been removed. Each 
15 resulting polynucleotide/polymer duplex was then 

examined for coplanarity of the Watson/Crick base-pairs, 
torsional and angle strain in the prospective polymer 
backbone, degree of distortion imposed on the "ucleac 
acid strand, and interstrand and .intrastrand nonbonded 
20 interactions. Special attention was paid to whether or 
not each amide-containing backbone could readily adopt a 
conformation wherein its amide moieties were planar. 
This is important because of the substantial energy cost 
required to force an amide into a nonplanar conf ormataon . 
25 These initial studies verified that the 

required unit backbone length (i.e.. the N 1 E 
spacing in an N — E or activated N^— N 2 -E 
subunit) is B-v'atoms for backbone moieties constxtutxng 
or derived from deoxyribose or ribose (cyclic backbone 
30 structures), with a 6-atom length being optimal. 

Subunit structure judged acceptable in the 
above modeling studies were then assessed for 
feasibility of synthesis (on the basis of key synthetac 
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reactions reported in the literature, or reactions 
carried out on model compounds, and/or via actual 
synthesis of the subunits) and stability of the 
n — -. ,.h .nl-mer backbone (p r elimi n ary '»«*^» 



studies .erT^nerallv carried out ujith _ SU at aD Bg^L 
5 .odel compounds or subunit dimers) . These types of 
studies were used to further restrict the number of 
candidate backbone structures. From this restricted 
candidate pool the cyclic backbone structures M shown 
in Figure 3 were ultimately selected as preferred 

10 structures. . . 

in this figure, subunits A-D containing 

N N type cyclic backbone moieties include: 

2'-deoxyribonucleosides (structure A); ^ t 

2'-deoxyribonucleosides substituted at the 5' and 3 
15 positions with an amino group (structures B and C. 
respectively); and morpholino derivatives of 
ribonucleosides (structure D) . Subunits containing 

N E-type backbone moieties include 

2'-deoxyribonucleosides substituted at their 5' 
20 positions with one and two-carbon acids (structures E 
and F. respectively); and N -aminomor P holino derivatives 
of ribonucleosides substituted at their 5' positions 
W ith carboxylic acid (structure G) or sulfonic acid 
(structure H) . 

25 The same molecular modeling approach applied to 

acyclic (unbranched chain) backbone moieties showed that 
unit backbone lengths ranging from 4-6 atoms are 
acceptable, in terms of polymer conformation m 
base-pair hydrogen bonding to single-stranded 
30 polynucleotide, with a 5-atom backbone length °exng 

optimal. This is in contrast to cyclic backbones, .here 
a 6-atom unit backbone length is optimal. Further, the 
m odeling work showed that the annular recognition moiety 
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cannot be directly attached to the linear backbone 
moiety without severely inhibiting of coplanarity of the 
complementary bases and introducing undesirable 
= ±n ^ rsG ^s^B^^ = ^hB == r^9ri±t±on moiety and U, c 

1 ' 11 — - — » " : ~ '•■• -r - Ji— ■ -— : itiWkw- ± \ 
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backbone the minimum binding-wain-occurred-u,^^.— -= 
recognition moiety was linked to the backbone moiety by 
a one-atom spacer. Two-atom, but not three-atom, 
spacers may be tolerated, although increased degrees of 
freedom between the recognition moieties and the linear 
backbone may lead to mispairing with target bases with 

tuio-atom spacers. 

The acylic backbone moiety structures I-N shown 
in Figure 4. all of which contain a one-atom methylene 
spacer between the backbone and recognition moieties, c 
gaue a good modeling prediction for fauorable 
base-pairing to a complementray polynucleotide. 
Analogous structures containing a two-carbon spacer 
showed acceptable, but less fauorable. binding 
conformation. The structures shown in the figure, and 
the analogous two-carbon spacer structures, are 
20 preferred acylcic backbone moieties because of their 
general ease of synthesis. It should be mentioned, 
however, that a number of other backbone moieties are 
also entirely feasible and suitable — although 
generally not as easy and/or inexpensive to synthesxze. 

25 

C. R a ckbone/R»™ Q nition Mgietg Linkage 

As indicated above, the linkage or spacer 
connecting the backbone and recognition moieties in the 
polymer subunit must meet certain design criteria which 
are effective to position the recognition moieties for 
base-pair binding to the polynucleotide bases. In the 
case of the cyclic backbone moieties shown in Figure 3, 
modeling studies indicate that the most fauorable 



30 



/ 



WO 86/0551* 



PCT/l,'S86/0U544 



-19- 



binding conformation in the polymer occurs when the 
recognition moiety is attached directly to the 1' carbon 
of the ribose or ribose-like structures, and to the 



analogous 


1' position of the morpholino structures. _ 


That as. 1 


bhe moiety is dLLached-Ot normal point of 
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attachment and with the normal stereoisomeric 
configuration of purine or pyrimidine bases to the 
ribose or deoxyribose groups of nucleosides.. For the 
acyclic structures, one-and two-carbon atom spacers are 
required for placing the recognition moieties at 
favorable binding positions, with one-atom spacers being 
preferred, as discussed above. 

In order to achieve a stereoregular polymer 
configuration required for uniform binding affinity of,, 
the polymer molecules to a polynucleotide target, it is 
also necessary that all of the backbone/recognition 
moiety linkages be either of define chirality or 
achiral. The linkages are considered to be of defined 
chirality, for purposes of definition. herein, if each of 
the linkages in any given subunit position in all of the 
polymer molecules has the same stereoisomeric 
configuration, or chirality. That is, although the 
subunits in different sequence positions may have 
different internal stereoisomer configurations 
(including achirality at specific sequence positions), 
all of the linkages at a given sequence position among 
the polymer molecules have the same stereoisomeric 
configuration. Usually defined chirality is most easily 
achieved by using the same stereoisomeric configuration 
in all of the subunits. 

For the cyclic backbone moieties, the most 
favorable binding occurs in nucleoside analogs having 
the natural D-steriosomeric configuration shown in 
Figure 3. Subunits of this type are also readily 
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synthesized. as will be discussed below, using natural 
.-nucleoside starting material. With reference to 
r-igure 4. it is seen that only structures I and L have 
^^^^^^ ^^e^ackb^ and recog ni^ 

_ t> ^^r^grgS^yciH — T-n — 



cnara-i. ~ ^ . . : 

moieties. These subunits are readily synth^e*™- 
5 homochiral form by using homochiral starting material . 
as will be described. For all of the other acyclic 
structures shown in Figure I. the one-atom linkages are 
attached to backbone nitrogen atoms, are are therfore 
achiral. Also, of course/the methylene spacers are 
10 themselves achiral. 

IX P-M-Rctiue ftroup Strategies. 

Because of the rather high reactivity of the , 
compounds used for activating and/or coupling the 
15 subunits. it is generally desirable, and often 

necessary, to protect the exocyclic ring nitrogens of 
the recognition moieties. Selection of these protective 
groups is primarily determined by the type of 
intersubunit linkage to be used in the polymer assembled 
20 from these subunits. and secondarily determined by the 
relative reactivity of the nitrogen to be protected. 

Base-protected nucleosides are also useful 
starting reagents in a number of the subunit synthesis 
reactions to be described belou,. Methods for base 
2B protecting a number of the more common ribo- and 
deoxynucleosides from Example I are illustrated in 
Example 2. The methods detailed in the example are 
generally applicable for forming nucleosides with 
amine-protective groups. 
30 when the intersubunit linkage to be used is 

relatively stable to nucleophiles . and particularly to 
ammonium hydroxide, then the standard base-protective 
groups used for nucleic acid chemistry are suitable. 
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Such nucleophile-insensitive intersubunit linkages 
include carbamate, amide, and sulfonamide linkages. The 
corresponding nucleophile-sensitive protective groups 
for the r eco g nition moi o ti e s include: benzoyl for the N4 



10 



^f-C ^^y^r-P^itr^enzoyl fnr the N6 °f A: acetyl 
or isobutyryl for the N2 of G; and N2.N6-bisisobutyryl 
for 2,6-diaminopurine residues. Removal of these groups 
after completion of polymer assembly is effected by 
treatment with ammonium hydroxide. 

In contrast, when the intersubunit linkage to 
be used is sensitive to nucleophiles. such as ammonium 
hydroxide, suitable protective groups are those which 
can be remoued by strong non-nucleophilic bases — via a 
B elimination mechanism. Such nucleophile-sensitiwe c 
intersubunit linkages include: carbonate; ester; and, 
15 to a lesser extent, triocarbamate linkages. Suitable 

protective groups for the recognition moieties removable 
via B elimination include: 2-(4-nitrophenyl)ethoxy 
carbonyl or 2-(phenyl sulfonyl)ethoxycarbonyl for both 
the N4 of C and the N6 of A; and .the 9-fluorenyl 
methoxycarbonyl for the N2 of G and the N2 and N6 of 
2.6-diarainopurine residues. Removal of these groups 
after completion of polymer assembly is effected by 
treatment with the strong nonucleophilic base 
1.8-diazabicyclo[5.4.0]undec-7-ene (DBU) . under 
stringently anhydrous conditions. 

In regard to temporary protection of a 
nucleophile of the backbone moiety (generally Ml in the 
above structures), in the general polymer assembly 
strategy employs selected backbone-protective groups 
30 which are readily cleared by mild acid. One primary 
criterion for selection of protective groups is that 
they be adequately stable, but not so stable that 
conditions required for their removal would damage the 
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growing polymer. A principal problem in the case of 
polymers assembled from cyclic backbone moieties is the 
particular acid sensitivity of the glycosidic bond 
jinking pr.n i^ted-purine. residues to the CI of their- 



backbone moieties. A seeonaSfT-crttwraon tor «ul»t*w«= 
* of the backbone protective group is that it be easily 
introduced. Based on the above, the following backbone- 
protecting groups are preferred: for primary 
hydroxyls. the di(p-methoxy) trityl group; for primary 
amines, p-methoxy trityl; and for a secondary amine (as 
10 in morphilino-type backbone moieties), the 

phenylisopropdxycarbonyl group. These protective groups 
can be readily removed by treatment with 0.2 M 
dichloroacetic acid in dichloromethane . v 
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III. Subunit S ynthesis 



A. Cyclic Backbone M oieties 

Subunits having a deoxydeoxynucleoside subunit 
structure (structure A in Figure 3) can be obtained from 
commercial sources or prepared via literature methods, 
as described in Example I. The subunits include the 
following ribosides and deoxyribosides. which are 
identified according to the struture numbers of the 
25 recognition moieties giuen in Figure 1: adenosine and 

deoxyadenosine (structure 1); 2 .. 6-diaminopurine riboside 
and deoxyriboside (structure 2); cytodine and 
deoxycytodine (structure 3); *-methoxy-2- P yrimidinone 
deoxyriboside (structure 4); 2-hydroxy-5-methyl 
pyrimidine deoxiriboside (structure 5); 
2-hydroxypyrimidine riboside (structure 6); guanosine 
and deoxyguanosine (structure 7); inosine and 
deoxyinosine (structure 8); thioguanosine and 
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deoxythioguanosine (structure 9); uradine and 
deoxyuridine (structure 10); thymidine and 
5-methyluridine (structure 11;) and 5-halouridines and 
5-halodeoxyu r idines ( s tructur e 12) 



T he 5 '-ami no- 2 1 , 5 '^didcox^rib o nu c l eos i de* 



5 (structure B in Figure 3) are prepared according to 
methods detailed in Example 3. Briefly, the selected 
deoxyribonucleosides. base-protected if necessary, are 
reacted with triphenyl phosphine, carbon tetrabromide. 
and lithium azide to form the corresponding 
10 s*-azidonucleoside. which is then reduced by 

hydrogenation in the presence of a palladium on carbon 
catylyst. The nucleosides may be obtained as in Example 
1, and base-protected as in Example 2. The t 
stereochemistry of the reactant nucleosides is preserved 
15 in forming the 5' amino nucleoside analogs. 

An alternative reduction method is used in 
reducing the azide group of S'-azido-B-bromo uridine, as 
described in Example 3.2. Here non-catalytic 
hydrogenation is needed to prevent removal of the ring 
20 bromine atom. In forming the 5 '-amine guanosine 

compound, the azide is placed on the 5' position by 
first tosylating the 5' hydroxyl group, then displacing 
with azide. as detailed in Example 3.2. 

The 3'-amino-2' , 3 ' -dideoxyribosnucleosides 
(structure C in Figure 3) are prepared according to 
methods detailed in Example 4. Briefly, thymidine which 
is protected at its 5' hydroxyl is tosylated at its 3' 
hydroxyl, and this is Followed by an intramolecular 
displacement inuoluing the 2 oxy base substituent. The 
resulting ring is now opened by treatment with azide, 
yielding a 3' azido analog of the correct stereoisomeric 
form. This analog can be be converted to a 
selected-base analog by reacting the azide compound 
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uiith a selected purine or pyrimidine base. The latter 
may be base protected, if necessary, for subsequent 
subunit coupling reactions, as described below. The 
-^ynj^-t™ ™> oth er azide analog is tnen, reduced tu 
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produce the desired 3' amine nucleosides rne- 
stereochemistry is of the thymidine starting material is 
preserved in the synthesis. 

Synthesis of the morpholino-type subunit 
derivatives represented by structure 0 in Figure 3 are 
detailed in Example 5 for a variety of different 
recognition moieties. Briefly, a selected nucleoside. 
* base-protected if necessary, is dissolved in an ammonium 
salt, such as ammonium biborate, and then reacted with 
sodium periodate to form transient 2', 3' dialdehydes , 
which then close upon an ammonium ion to form morpholino 
15 ring hauing 2* and 4' hydroxyls. The compound is then 
treated with sodium cyanoborohydride to remove the ring 
hydroxyls. The ring nitrogen is preferably protected as 
a 2-phenylisopropylcarbamate for subsequent subunit 
coupling. The sterochemistry of the nucleoside starting 
material is retained. 

Deoxyribose subunit structures having a 5' 
acetic acid group (structure F in Figure 3) can be 
prepared according the general synthetic scheme 
described in Example 6, which details the synthesis of 
the 5' acetic acid compounds represented "by structure 
F. Here a selected deoxyribonucleoside which is 
protected at the 3' hydroxyl is converted to the 5' 
aldehyde, and subsequently treated with a 2-carbon 
Wittig reagent to give the unsaturated acetic acid 
30 derivative. Reduction of the side-chain olefin gives 
the desired 5' acetic acid compound. The reaction 
preserves the sterochemistry of the starting nucleoside 
material 
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The analogous 5 1 formate compound (structure E 
in Figure 3) is formed by treating the above 5' 
nucleoside aldehyde with a one-carbon Wittig reagent, 
and~Hy dros ly sing the~r e sulting~e nol~ to~f orm~f orm~t he 



10 



15 



20 



25 



30 



correspondi7)g~formalxleh^de derivative, which is oxidazed= 
to the desired acid. The reaction preserves the 
stereochemistry of the starting nucleoside material. 

B. Subunit Synthesis-Acyclic Backbones 

The 5-atom chain amino acid subunit represented 
by Structure I in Figure 4 is prepared according to the 
general procedures outlined in Examples 7-9. Briefly, 
an (S)~5 carboxy pyrrolidone was converted to the 
corresponding stereochemical^ pure v 
(S)-5-tosylmethyl-2-pyrrolidone by known methods, and 
then reacted with a selected purine or pyrimidine, to 
form the corresponding (S)-5-methylpurine or pyrimidine 
pyrrolidone. The displacement reaction retains the 
original stereospecif icity , so that the subunits which 
are formed are homoisomeric at the site of attachment of 
the recognition moiety to the backbone carbon. 

The purine used in subunit synthesis is 
preferably contains an electron-withdrawing group at the 
6 position, to reduce the reactivity of the 1 and 3 ring 
nitrogens, i.e., to minimize pyrrolidone coupling at a 
ring nitrogen. The pyrrolidone-derivized purine or 
pyrimidine may then be converted to the amine 
derivative, and base protected, if necessary, prior to 
the ring opening step which will be described below. 
Example 7.1 and 7.2 detail methods for forming the 
cytosine pyrrolidone and its base-protected 
derivative. The adenosine pyrrolidone formed in 
Examples 7.3-7.5 employs 6-chloropurine as the starting 
material, and the corresponding pyrrolidone is converted 
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to the adenosine derivative through azide formation as 
described. The adenosine is base-protected, as in 
Example 7.6. prior to ring opening. A similar approach 

^^g^^-^^rate ^ 
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starting from 2-amino-6 chloropurxne. irtfwcrtwo-w 
Examples 7.7-7.9. Similar methods are used in 
synthesizing 2 , 6-diaminopurine pyrrolidone. inosine 
pyrrolidone, and 2-hydroxy pyrimidine pyrrolidone. also 

as detailed in Example 7. 

The pyrrolidone is then treated via a series of 
reactions which cleave the pyrrolidone ring to form an 
amino acid with a t-BOC protected amine. Examples 8.1- 
8.* describe the synthesis of such t-BOC amino acids 
having one of a number of selected recognition * 
moieties. In a final step (Example 5). the t-BOC 
protective group may be removed to form the 
corresponding amino acid represented by structure I in 
Figure 4. The amino acid may be used directly for 
subunit coupling, according to reactions given below. 
Alternatively, the t-BOC protected compound may be 
activated at its acid group for use in subunit coupling 

reactions . 

The strategy for forming the subunit 
represented by structure J in Figure 4 is outlined in 
Examples 10.1 and 10.2. for forming the cytodine and 
25 uridine analog subunits. respectively. Briefly, in 
forming a pyrimidine type subunit. a 6-member 
heterocycle. such as a pyrimidine or nicotinate, is 
modified to contain a reactive methylene on the carbon 
ring position at which attachment to the backbone is 
desired. As detailed in Example 10.1. the cytosine 
analog is formed by reacting S-amino-5-bromopyrimidine 
to form the corresponding 5-position carboxaldehyde. In 
Example 12. the uridine analog is formed by converting 
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6-hydroxynicotinic esters to the corresponding benzylic 
alcohols. This compound is converted to the aldehyde by 
reaction in the presence of manganese dioxide. 

I he aldehyde -compou n d— is- -then -r e act e d_u i ith _t he 
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reaction at the amine group producing an unstable imine 
which is reduced to form the stable amine subunit. The 
secondary amine can be protected, for subunit coupling 
inwoluing actiuation of the acid group, by a tBOC group 
as described in Example 10.1. The base attachment to 
the backbone at a backbone nitrogen, through a methylene 
spacer, insures that the subunits lack chiral centers 
and so cannot be stereoregular . 

To form the subunit structures shown at K in t 
Figure 4. the C-carbon backbone analog of the abooe 
15 compound is prepared, using 3-aminoproprionic acid, and 
this compound is further treated with nitrous oxide to 
form the corresponding N-nitroso compound, which is 
subsequently reduced with HjIPd in the presence of 
iron salts to give the hydrazino'acid subunit. 
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II. Backbone Coupling Reactions 

The coupling reactions used in forming the 
polymer molecules of the invention are stepwise 
reactions which join one selected subunit or subunit 
sequence to another selected subunit or subunit 
sequence. For purposes of the present discussion, the 
coupling reactions will be described generally with 
respect to coupling a single subunit B-Rj hawing a 
selected recognition moiety Rj to another single 
subunit B-R 2 hauing the same or a different selected 
recognition moiety R 2< to form a dimer of the form 
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R l R 2 



B B 

where R t and R„ have the specific sequence shown, — 

A . Subunit Coupling: N t N 2 Backbone 

Configurations 

General methods for coupling subunits having an 
N n 2 backbone configuration are illustrated 

° in Figures 5A and SB. As will be recalled from Section 
I above, Nj and N 2 are nucleophilic backbone groups, 
such as hydroxyl and amine groups, which can be 
activated with an electrophile E, to form an activated* 
N — E or N 2 -E backbone group which can then react 

5 with a second IM 1 N 2 type backbone moiety to form 

an (sj N 2 -E-N 1 M 2 backbone-linked dimer. 

The subunit backbones of this types which have been 
described specifically above are the cyclic backbone 
structures A-D in Figure 3. In structures A and B, the 

20 activated N 2 nucleophile is the 3' hydroxyl group in 
structure C is the 5' hydroxyl and in structure D, the 
6 1 position hydroxyl corresponding to the 5' position 
hydroxyl in structure C. 

In a preferred coupling method, which is 
illustrated in Figure 5A, a subunit having "a selected 
recognition moiety is activated with an 
electrophile E. The star at the recognition moiety 
indicates any required base protection. As seen in the 
figure, the selected subunit is protected at its 1M 

30 

nucleophile, to ensure that (a) only the « 2 
nucleophile is activated and (b) the activated subunit 
cannot self-polymerize. In structures A, C, and D in 
Figure 3, in which the backbone protection group is on 
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the 5' hydroxyl. the protective group is preferably an 
acid-labile group, such as dimethoxytrityl (DMTO) . 

The activating reagent shown in Figure 5A has 
the g eneral— Fo rm : 
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Y — C — Y» where 
X is oxygen or sulfur, and C is an active electrophile 
capable of reacting with a nucleophile. such as a 
hydroxyl oxygen or amine nitrogen, with displacement of 
Y. to form the activated subunit: 

Activating agents, such as bis-p-nitrophenyl 
carbonate, which give the carbonyl activated subunit 
(X=0). are used in forming carbonate and carbamate 
subunit linkages. Similarly, activating agent, such a t 
thiocarbonyl-di-(1.2,4-triazole) (X-S) are used in 
forming thiocarbamate linkages. 

Subunit activation reactions involving carbonyl 
activated subunits are detailed in Example 11 for the 
5 '-protected. 2' deoxynucleosides represented at A in 
Figure 4; in Example 12 for the 5.« -protected amino 
nucleosides represented at B in Figure 4; and in Example 
13 for the N-protected morpholino-type subunits shown at 
D in Figure 4. The general reaction conditions used to 
activate the hydroxyl groups in these structures are 
generally applicable; subunit activation reactions 
25 involving thiocarbonyl-activated subunits are detailed 
in Example 14 For the 5 '-amino nucleosides represented 
at B; and in Example 15. For the morpholino-type 
subunits shown at D in Figure 3. 

Following the activation reaction, the 
activated complex is puriFied by conventional methods, 
such as silica gel chromoatography . and then reacted 
with a second subunit whose selected recognition moiety 
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R 2 will Form the next in-sequence recognition moiety 
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in the completed polymer. The coupling reaction is 
preferably carried out under mild conditions in which 
the activated group can react with bac kbone « 2 amine 
~ r l our ^hu±=™+ Mi hvdroxvl groups. T herefor e 7 -t-ho- 
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M ethod is suitable for coupling su b uni -t s of U , e L ype = 
represented by structures B-0 in Figure 4. but not 
subunit structure A. An advantage of this coupling 
method is that the second subunit - which .contains an 
amine N. nucleophile and a hydroxyl N 2 nucleophile 
_ mill be coupled to the first actioated subunit only 
through the N amine, so it is not necessary to 
protect the * 2 backbone group. The resulting dimer 
subunits are therefore coupled through an l^-E-f^ 
bond, as indicated in the figure. • c 

The oligomer can be extended by repeating the 
15 above steps of (a) activating the free N 2 nucleophile 
in the second subunit. separating the activated species 
from the activating agent, and coupling the activated 
compound with the next-in-seguence subunit. whose 
backbone is unprotected. This method is used 
20 particularly in forming short oligomer blocks by 

solution methods which will be described below and which 
are suitable for solid-phase block assembly. 

For forming a polymer by solid-phase sequential 
subunit addition, the second coupling method outlined in 
25 Figure 5B is much preferred. The second" method differs 
From the first method in that polymer growth occurs by 
addition of an excess of activated subunit to an 
existing subunit or polymer chain, rather than, as in 
the first method, by addition of an unactivated subunit 
30 to an activated chain. In Figure 5B. the existing 
subunit or subunit chain is shown by a subunit whose 
recognition moiety is Rj (second line in Figure 6B). 
This subunit has a free 1^ backbone nucleophile and an 
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N .nucleophile uihich is protected by a preferably 
acid-stable linkage to a solid support or by virtue of 
being linked to a chain of subunits uihich are linked to 

^^^^^^^^e^o^^f^^^^^^^^^^^ 
. . i — ! — i— — l> «i n> n t. fl ri- a H -in this manner are 
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^a1>un±ts-tahich are N 2 protected ij-this manne ^a^ 
described generally in Examples 12-15. The first 
subunit (the most recently added subunit in a growing 
polymer) is noui reacted with an activated subunit which 
thereby becomes the next-in-sequence subunit in the 
polymer. This actioated subunit, which is activated at 
its N backbone site, and protected at its site, 
preferably by an acid-labile protective group, is 
prepared by methods described above with reference to 

Figure 6. ** 
As seen in Figure 58, the coupling reaction 

15 adds the ^-activated second subunit to the 

N -protected first subunit to couple the two through 
an N _e_n bond, and form a compound uihich is 
P rotected l at both free backbone nucleophile sites. This 
compound is now treated, for example by reaction with 
acid, to deprotect the acid-labile ^ protective group 
on last-added subunit, and the procedure is repeated to 
build up a desired sequence polymer. 

It can be appreciated from the above that the 
N -activated subunit which will form the 
25 last-in-sequence subunit must be protected at its 

backbone site, to allow selective actuation at the N 2 
site and to prevent self-polymerization of the 
activated compound. Also the Nj-deprotected subunit 
uihich is to couple to the activated subunit should be 
protected at its N 2 site to allow selective reaction 
of its N moiety with the l^-activated subunit. 
Therfore! since the reacting subunits are both protected 
at one backbone site, the method is suitable for 
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coupling nucleoside, (structure A in Figure ♦ « well 
as subunits u-hos. cyclic beckbon.s contain both .mane 

o h droxyl backbone nucl.ophiles. such as structure, 
w S tid, figure The reaction methods used an 



iZplin structure A subunits through i ta. Uu nuL = 

5 are detailed in Example 12. »riefl». • subunlt , 
containing a S- protected hackbon. moiety as acta.ee 
.t its 3' hydroxyl. and reacted with enother subunit (or 

r o»ing chain, .hich is protected at its 3- 
The coupling reaction is carried out in the presence of 
10 , catalyst, such as N-»eth»limida*ole or 

„ M -dimeth»laminop»ridine. ubich is necessary for 
firming the carbonate bond, for coupling subunats 
containing structure B-0 cyclic backbones. ..here 
intersubunit carbamate or thiocarbamate 
15 formed, much milder uncatalyzed coupling 

such as those described uith reference to the first 

method aboee. are suitable. 

The aduantage of this, second coupling method, 
for forming a polymer by solid-phase subunit addition, 
is that a substantial molar exess of the actuated 
subunit can be added to the growing support-bound 
polymer at. each polymer-addition step, to achxeue 
subunit coupling to a uery high percentage of the 
support-bound polymers. This insures that a large 
25 percentage of the support-bound polymers" Axil contaxn 
the complete seguence of subunits desired. By contrast 
in the first method. where the growing polymer xs 
activated at its last-added subunit. the ^-iency of 
subunit addition is limited by the efficiency of the 

30 

activations steps. At „-A 
Figure 6 shows the dimeric structures produced 

by coupling the cyclic backbone subunits 

L through D-D in Figure *. The nucleoside subunxts xn 
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structure A in the figure are joined by a carbonate 
(Y _0) In the remaining three structures B-D. the 
subunits are joined by carbamate (Y-O) or thiocarbamate 

/v-.« B hohdsT - As seen from-the-f igureT-a-l-l-of-the. 



j_e t , do not 



^^^^^^^^e^cia^i^d^SSSfi^a^ 
contain chiral centers. In addition, the linkages are 
stable in aqueous medium, as judged by the ability of 
polymers to resist hydrolysis over an extended period xn 
neutral aqueous solution. 

According to another important feature of the 
invention, the structures, when joined to form polymers 
show acceptible Watson/Crick base pairing with 
complementary polynucleotides. 

Finally, according to another important feature 
of the inuention. polymers formed from the subunits are- 
15 stereoregular. This is achieved in the structures shown 
by (a) using natural nucleosides or nucleoside 
derivatives or synthetic nucleosides hauing the natural 
stereoisomers configuration as subunits. and (b) 
joining the subunits by achiral intersubunit linkages. 
Exemplary coupling methods are detailed in Examples 
11-15. 

B. Subunit rouolino: N, I Ba ckbone Configurations 

General methods for coupling subunits having an 

25 N E backbone configuration are illustrated in 

Figures 7A. 7B. and 7C. As will be recalled from 
Section I above, ^ is a nucleophilic backbone group, 
such as a hydroxyl or amine group, and E is an 
electrophile. such as a carboxyl or sulfonyl group, 
which, when activated, can react with a second 

N e type backbone to form an E-Nj 

_1_E backbone-linked dimer. The subunit backbones of 
this types which have been described specifically above 
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are the cyclic backbone structures E-H in Fxgure 3 andK 
the acvclic backbone structures I-N in Figure *. In the 

'die structures E and F, the Nj nucleophile as the 
cyclic structures ^ 



E group in all of the cyclic structures ,s the c.rboxyl 
or corresponding sulfonyl 9rou P attached to the 5 
position of the rihose ring, or to the .• po.xt.on of 
lo morpholino ring. In ell of the structures shown „ 
, vh. u and £ groups are respectively , the 
>° ^'^V^i- and carboxylic or sulfonic 

- -The 0 -.::: ss.'S- - — 

in Pigur.7.. is -logons to the method described above 
uith reference to figure 50. where a first 
15 „ -protected subunit is activated . then coupled 

"ire t » to a backbone-unprotected subunit which forms 
the next-in-se,u.nce subunit in the growing polymer. 
The P protectee group on the subunit "i " 
preferably an acid-labil. protect!*, group, such as 
20 t-butox»carbon,l or a citable linker bound to a solxd 
support. Methods for ^-protecting cyclic oackbone 
structures are analogous to procedures described above 
for cyclic structures P-0. Similar methods are 
effective to protect the amine nitrogens in the acyclic 
» Tooebone structures. Pltern.tively. if <*e po lymer is 
to be constructed on a solid phase support as described 
below the backbone N, site may be protected by its 
attachment to a solid' support, with subunit addition to 
the growing polymer occuring via the activated E 
J0 electrophile of the last-added subunit. 

The activation reaction is designed to yield an 
activated or chain-terminal moiety of the form 
N E -x. where X is as described above with 
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reference to Figure 6. and the activated subunit has 
mU ch the same reactivity toward backbone nucleophxlxc 
aroups as does the actiuated subunit in the previously 



-^pro^uce-inu^-^he^^actiu-o coupiTng gr v»r 



as in the= 



10 



N N tJ ,pe backbones, but where the reactive 

carbonyl or sulfonyl group is provided by the backbone 
itself rather than by a carbonyl or sulfonyl activating 
reagent, as in the methods shown in Figure 6. 

The activation can be performed readily by 

reacting the E type subunit with a "rbodimide 

in the presence of p-nitrophenol. where the backbone 
electrophile is a carbonyl group, or by reacting wxth a 
carbodiimide in the presence of imidazole. 1.2.4 
triazole or tetrazole. where the backbone is a 
15 sulfonyl. Subunit activation reactions involving 

carbonyl electrophilic groups are detailed in Examples 
16 and 17. The general reaction conditions used to 
activate the N-amino-morphilino and linear chaxn 
backbone carbonyl groups are generally applicable to the 
other E type backbone structures shown an 

Figures 3 and 4. 

Following the activation reaction, the 
activated complex is purified by conventional methods, 
such as silica chromatography, or. in the case of a 
25 support-bound activated chain, simply mashed, and then 
reacted with a second subunit whose selected recognition 
moiety R 0 will form the next in-seguence recognitxon 
n,oiety in the completed polymer. The coupling reactxon 
yields a dimer whose subunits are therefore coupled 
30 through an E-N. bond, as indicated in the figure. As 
above, both subunits must be suitably base protected 
during the activation and coupling reactions. 
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The polymer can be extended by repeating the 
above steps of (a) activating the free E electrophile 
in the second subunit. (b) separating the actuated 
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atwvuw ~ — ■ 

whose backbone is unprotected. 

The second coupling method, which is 
Ulustrated in Figure 7B. is directs analogous to the 
me thod described above udth respect to Figure 5B. Here 
a first subunit having an E-protected backbone is 
reacted with a second subunit with an activated E group 
and a protected N, nucleophile, to form a dimer linked 
through an E-N. bond and protected at both free 
^ckbone end groups. Where the polymer is being formed 
by solid-phase synthesis, the protective group 
tikes the form of an acid-stable linkeage to a solid 
support. The M.-protected subunit is prepared and 
activated as above. Coupling conditions generally 
follow those used in the aboue cyclic subunit coupling 

reactions. * 
20 In the third coupling method, shown at Figure 

7C the ^-protected and E-unprotected subunits (or 
polymer units) are reacted together in the presence of a 
suitable E-actiVating agent, such as a carbodiimide. as 
indicated 

25 figure 8 shows the dimeric structures produced 

by coupling the cyclic amd acyclic backbone subunits 
indicated at E-K in Figures 3 and 4. and indicated at 
E-E through K-K. repsectiuely . The nucleosides subunits 
in structure F-F in Figure 3 are joined by an ester 

30 linkage. In remaining cyclic backbone structure. G-G. 
the subunits are joined through a hydrazid or sulfonyl 
hydrazide linkage. All of the acyclic backbone 
subunits. shown at I-I. T-J and K-K. are linked through 
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amide (E=carbonyl) or sulfonamide (E^sulfonyl) bonds. 
As in the above-discussed cyclic backbone subunit 
structures, all of the subunit linkages are uncharged 



in aqueous medium, as judg^d™by^^e-known-stabilxti/^f 

5 ester, hydrazide and amide linkages in solution. 

According to another important feature of the 
invention, the structures, when joined to form polymers 
show Watson/Crick base pairing with complementary 
polynucleotides. 

10 Finally, as with the N t ~ N 2 backbone 

subunits described above, all of the K^— — E backbone 
structures shown are stereoregular . This is due to (a) 
the homochiral (structures E-H in Figure 3 and I and t 
in Figure 4) or achiral (structures J, K, M, and N in 
Figure 4) nature of the recognition moiety attachment to 
the backbone moiety, and (b) the achiral subunit 
linkage . 
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C. Subunit Coupling: Alternating- Charged an d Uncharged 
Achiral Linkages 

In some applications, it may be desirable to 
introduce- one or more charged achiral subunit linkages 
in the polymer molecules. The backbone charge may be 
used to enhance polymer solubility in many solution 
applications or to adjust polymer-target binding 
constants, as will be described further below. Polymers 
having regularly spaced charged achiral backbone 
linkages, e.g., between every second or third subunit, 
are suitable for the novel diagnostic system which is 
described below. For purposes of the present 
discussion, it is assumed that polymeric units composed 
of two or more subunits which are internally joined by 
achiral uncharged linkages are to be linked by a charged 
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achiral linkage. These uncharged units are formed by 
one of the methods described in Sections A and B aboue. 

The dimer subunits which are to be linked are 
-selected such-that that the free N 2 group of-one-dimer— 
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can be coupled to the free ^ group-of-tne-orher^*«K«- 
through a suitable charged achiral linkage. The 
preferred linkage is a phosphodiester linkage which 
requires that the free N 2 group on one subuoit and the 
free N group on the other subunit both be hydroxyls.- 
As can^e seen in Figure 3. this condition is met if 
dimers formed .from either structure A or structure 8 
subunits. which both have a free N 2 hydroxyl, are 
linked to dimers formed from structure A, C, or 0 
subunits which all have a free hydroxyl. * _ 

In a typical coupling method, dimer A. which is 
protected at its position, as indicated, is 
carried through a series of reactions which lead to an 
reactive phosphoester coupling species linked to the 
N hydroxyl through a phosphoester bond, as indicated 
in Figure 9. The preferred coupling method, which is 
detailed in U.S. patent application for "Polynucleotide 
Assay Reagent and Method". Serial Number 712.396. filed 
March 15, 1985, and which follows literature methods for 
forming phosphodiester bonds between base-protected 
nucleosides or nucleoside analogue subunits. involves 

25 formation of a reactive Nj protected 

N _( P -chlorophenyl2-cyanoethyl)-phosphate. The 

activated dimer is then reacted with the second dimer to 
form a tetramer which is linked alternately by uncharged 
and charged achiral intersubunit linkages. 
~ 30 The phosphodiester linkage method may be 

incorporated, either is solution or support-type polymer 
synthesis method, according to the general procedures 
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outlined above for polymer coupling involving achiral, 
but uncharged linkage reactions. 

Although for diagnostic purposes, polymers with 
al t e r nat -ing^h^a^ged^nd^ncharged-a^hiral-bond s-may-be_ 
-suitable, it is general^-prefewid in diagnostic~and 



particularly therapeutic uses, to introduce as few 
charged linkages as are necessary for achieuing adequate 
polymer solubility in an aqueous medium. The solubility 
enhancement is generally achieved with 1-3 charged 
backbone linkages per polymer of about 20 subunits. and 
preferably no .more than about one charged linkage per 
four subunits. As defined herein, achiral backbone 
linkages are considered substantially uncharged if they 
contain less than about one charge backbone linkage pec 
dimeric unit, and preferably one or fewer backbone 
linkage per tetrameric unit. 
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IU. Polymer Targeting Consi derations 

A. Diagnostic Applications 

An important application of the uncharged or 
substantially uncharged polymers of the invention is in 
a novel solid-support diagnostic system for use in 
determining the presence and/or amount of a 
polynucleotide analyte. The assay system includes a 
solid support reagent composed of a multiple 
polynucleotide-binding polymers which are constructed 
according to the invention linked to a solid support. 
The polymers are constructed, according to targeting 
strategies detailed below, for binding specifically to 
target polynucleotide analyte at a selected melting 
temperature (T m ) . The sytstem also includes 
polycationic reporter molecules which are designed to 
bind to the fully charged analyte backbone, but not the 
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uncharged or onl, partial!, charged polymer backbone, 
under selected binding conditions. Each reporter 
molecules carries one or -ore reporter groups, and each 
^■en uc l ^li d . r an arromnn.t* Smm^^^^T 



seuer.1 thousand or mo. reporter ■B Kcg ee. If - ■ he 
5 s S ste» has an ampliic.tion factor, in terms of reporter 
signal per bound an.l»te molecule, of s.ueral order or 
magnitude. The assa, s»stem and its method. of practice 
are more full, described in co-ouned U.S. Patent 
application for "Pol,nucleotide Assa, Reagent and 
10 Method" . Serial No. 712.396. filed March IS. 1985. 
The particular merits of using 
sequence-specific polynucleotide binding polymers having 
achiral predominate uncharges intersubunit linkages f.or 
diagnostic applications derives from two factors 
15 First their target binding is relatively insensate to 
salt and so the polymer/target annealing step can be 
carried out under low salt conditions wherein there is 
no competitive annealing between the target and 
complementary nucleic acid sequences in the solution. 
20 Second, the polymer's reduced charge or uncharged 
backbone allows use of the above-described reporter 
molecules which are designed at high density to the 
target analyte* s polanionic backbone. - 

The design considerations applied in preparxng 
25 a polynucleotide binding polymer for use as a diagnostic 
reagent are governed by the nature of the target analyte 
and the reaction conditions under which the analyte xs 
to be assayed. As a first consideration, there xs 
selected a non-homopolymeric target base sequence 
30 against which the polymer is directed. This target 
sequence is preferably unique to the analyte bexng 
assayed, i.e.. is calculated to occur only with some 
defined small probability (such as 1% or less) xn an 
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assay mixture containing a given number of unique- 
sequence bases. The probability of occurrence of. 
giuen n-base target sequence is approximately 1/4 - 
t h9 f is. a given n- bas^targ^t^q^ n^-uiould_be 



expected to occur approximately one* in a polymer 
containing 4 n bases. Therefore, the probability P 
that a given n-base sequence will occur in polynucleo- 
tides containing a total of N unique-sequence bases as 
approximately P=N/4 n . To illustrate, the probability 
P that d 9-base target sequence will be found in a 20 
kilobase polynucleotide is about 20x10 /2xl0 or 
0.08, the probability that a 16-base target sequence 
will be present is about 20x10 /4.3xl0 or 
0 0000047. From these calculations, it can be seen that 
a polymer having 9-16 recognition moieties specific for 
a defined 9-16 base target sequence should have high 
specificity for the target sequence in an assay mixture 
containing only viral genomes, whose, greatest complexi- 
ties correspond to about 400K of unique-sequence bases. 

Similar types of calculations show that a 12 to 
16 subunit polymer can provide adequate specificity for 
a viral or bacterial target sequence in an assay maxture 
containing viral and bacterial genomic material only 
(largest genomic sizes about 5,000 kilobases), and that 
a 16 to 22 subunit polymer can provide adequate 
25 specificity for a target sequence in a polynucleotide 
mixture containing mammalian genomic ONft material 
(genomic sizes of about 5 billion base pairs of 
unique-sequence DNA) . 

The polymer/analyte binding affinity, and 
30 particularly the temperature at which the polymer just 
binds with the target sequence (the melting temperature, 
or Tm) can be selectively varied according to (a) 
polymer length, (b) the number of hydrogen bonds that 
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can be formed between the recognition moieties and the 
corresponding, in-sequence bases of the analyte target 
sequence, (c) backbone charge density, and (d) a 
concentration of rienafrnrants , such as formamide. which 
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reduces the temperature of melting. From a numoer of- 
studies on model homopolymer duplexes, it is known that 
the melting temperature of oligonucleotide duplexes -in 
the 10 to 20 bp range increases roughly 3°C. per 
additional base pair where the complementary bases are 
capable of forming two hydrogen bonds, and about 6«C per 
additional base pair where the complementary bases are 
capable of forming three hydrogen bonds. Therefore, the 
length of a target sequence, which is initially selected 
to insure high binding specificity with the polymer, may 
be extended to achieue a desired melting temperature 
uiith the complementary-base polymer, under selected 
assay conditions. Also, where the recognition moieties 
used in constructing the polymer are the standard 
nucleic acid bases, as illustrated above, the target 
sequence may be selected to have -a high percentage of 
guanine plus cytosine bases for achieving a relatively 
high polymer /analyte melting temperature, or a 
relatively high percentage of adenine plus thymine 
bases, for achieving a relatively low melting 
temperature. 

2B The backbone charge density of the polymer must 

be substantially less than that of the polynucleotide 
analyte, to allow preferential binding of polycationic 
reporter molecules to the analyte. under conditions 
where reporter binding to the polymer does not occur. 

30 This requirement is met where the spacing between the 
adjacent negative charges in the polymer backbone is at 
least twice as great as the spacing between adjacent 
charged phosphodiester linkages in the analyte. The 
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charge density of the backbone also has an important 
effect on the polymer/anal y te melting temperature, 
particularly under low salt conditions, where any 
char ge-charge repu lsion bet ween tlTe-^maly te and polymer 
backbones can act to lower the~ t emperature a t~wni c h tfre 
two can anneal. In general, therefore, a polymer having 
a less-charged backbone would be expected to show (1) a 
higher analy te/polymer melting temperature, • and (2) less 
dependence of the melting temperature on salt 
concentration. Based on these considerations, an 
uncharged polymer, such as an all-carbamate-linked or 
all amide-linked polymer, will allow the analy te/polymer 
annealing reaction in the diagnostic method to be 
carried out under a wider range of salt-concentrations^ 
than a partially charged polymer, wherein some of the 
linkages constitute achiral but charged phosphodiester 
linkages . 

B. Therapeutic Applications 

Requirement for Adequate Specificity 

1. Information Requirements 

An ideal therapeutic is one which efficiently 
inactivates a targeted structure unique to the 
pathogenic state, but which does not detrimentally 
affect normal structures in the patient. Thus, 
sequence-specific gene inactivating agents should only 
effect inactiuation of a targeted genetic sequence which 
contains an amount of sequence information adequate to 
assure a high probability of that target sequence being 
unique to the pathogenic state. For example, an agent 
which can effect target inactiuation by binding to only 
three or four contiguous bases of its target sequence 
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u.ould invariably also attack many mRNAs required for 
normal cellular functions. In contrast, an agent rtich 
quires binding to 30 or more bases in order to effect 

^g^^ ti^a^o ^ould-h a i^ an exceec ixngly sina ^~= 
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probability of also attacking non-target-me^ng*^ 
involved in normal cellular functions. 

A reasonable estimation of the desired amount 
of sequence information which a gene.inactivating agent 
should recognize when that agent is targeted against a 
disease-specific mRNA can be calculated as follows . The 
hum an genome contains roughly 5 billion base-pairs of 
unique-sequence DMA. However, essentially all of thxs 
material exists in the duplex state and so is largely 
unavailable for binding to single-strand-directed t 
polynucleotide-binding agent. Thus, polymer binding is 
15 largely restricted to RNA transcripts of the genomxc 

DMA Of that genomic DMA, something on the order of 1% 
is transcribed in any given cell type. Further, when 
all cell types in the patient *re considered, xt xs 
unlikely that a composite of more than 4% of the entire 
genome is transcribed in the adult human (i.e.. 
post-embryogenesis) . Thus, the sequence complexity of 
all rna sequences inthe adult human is likely to 
constitute no more than about 200 million bases - and 

probably far fewer. 
25 For a gene-inactivating agent to have an 

expectation of recognizing no target sequences in a 
cellular pool of 200 million bases of unique sequence 
genetic material, it should recognize at leas^n bases 
in its target, where n is calculated as 2 x 10 - 4 
- giving a minimal target recognition requirement of 14 
bases. This suggests that a gene-inactivating agent 
recognizing in excessof 14 bases in its target will 
likely have no targets in cellular pools of normal RNA. 



20 



30 



WO 86/05518 



P CT/U S86/IW544 



-45- 



Obviously. as the number ob bases recognized in the 
target sequence increases over this ualue, the 
probability that the agent will recognize no inherent 
rpiiular RNfl sequences also increases. It is n o t o w orthy- 
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that as t he number of bases r eco g nized in t h e t arget : 
increases linearly, this "safety factor" increases 
exponentially. For example, below are tabulated the 
number of bases recognized in a target sequence and the 
corresponding expected number of targets in a pool of 
200 million bases of unique-sequence single-stranded 
genetic material: 

No. of bases recognized Expected no. of targets 
12 12.0 
14 -75 
16 047 
18 .0029 
20 .00018 

From the above one can conclude that for a 
sequence-specific gene-inactivating agent destined for 
therapeutic applications, safety considerations probably 
mandate that the agent recognize at least 14, and 
preferably 16 to 20, bases in its target sequence. 

2 . The Concept of a Minimum Inactivation Lengt h (MIL) 

In regard to the amount of sequence information 
actually "recognized" by a sequence-specific gene-inac- 
tiwating agent, a sueful concept in this regard is that 
of a minimum inactivating length (MIL), which we define 
as the minimum number of contiguous bases of a target 
sequence to which an agent must bind in order to effect 
gene inactivation in uivo . Irrespective of whether or 
not the agnet binds a longer sequence of bases, it is 
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this MIL ualue which determines the number of bases in 
the targer "recognized" by that agent - which, in turn, 
determines the agent's level of sequence specificity. 
T o il lust rate this concept, su ppo se a 
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gene-inactludling agent has a 16-subualt lonqcn mit an^zzz 
5 MIL value of only 10. Such an agent would be expected 
to inactivate any genetic sequences containing any of 
the component 10-contiguous-base target sequences. In a 
cellular pool comprising 200 million bases of 
unique-sequence single-stranded genetic material, there 
10 are an estimated 1000 such target sequences. Further, 
because the number of base-pairing moieties in the agent 
is substantially greater than the MIL ualue. the agent 
would also be expected to forma variety of partaally t 
mispaired complexes with sequences lacking even the 
required 10-contiguous-base target sequences — with 
some of those mispaired complexes haying sufficient 
stability to effect inactiuation of the participating 
nontarget genetic sequences. 

In contrast, in the case of an agent 16 
subunits in length and having an MIL value of 16, by 
definition, such an agent cannot inactivate nontarget 
sequences because any partially mispaired complexes with 
nontarget sequences would not have sufficient stability 
to effect gene inactivation - only perfect 16-base-pair 
agent/target duplexes would have adequate stability to 
effect gene inactivation. 

In regard to determining actual MIL values, 
when a series of gene-inactivation agents, all targeted 
against the same genetic sequence but uarying in number 
of subunits. are tested in living cells known to contain 
a functioning single-stranded target sequence, the 
activity of the targeted gene will show a dramatic 
reduction at the subunit length corresponding to the MIL 
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oalue That is. the MIL value corresponds to that 
number of subunits just sufficient to block the activity 

n f th e targeted genetic sequence. 

To -illustrate further, belouJ is described an ~ 



5 exemplary method For determining the minimum 

inactivating length for a polynucleotide-binding polymer 
hawing any selected backbone linkage type. 

First, prepare a regular series of .binding 
polymers having the selected backbone type, targeted 
10 against the region 57 to 80 of the rabbit B-globin an 
mRNA ( 5 * -GUGCAUCUGUCCAGTGAGGAGA AG— 3 ' ) » and ranging in 
length from 5 to 24 subunits. Next, following the 
detailed procedures of Black. Murakimi. and Miller. 
B 42£h ^ si strM L . 24:6132 (1985). add each of these polymers 
15 to a separate portion of a commercial rabbit 
reticulocyte lysate preparation labeled with 
C 35 S]-methionine. Thereafter, add rabbit globin mRNA 
and incubate 1 hour at 37«>C. Work each sample up. 
fractionate by gel electrophoresis, and guantitate the 
20 radioactivity incorporated in B-globin as per Blake et 
al aboue. The minimum inactiuating length is that 
minimum polymer subunit length which effects essentially 
complete blockage of neui B-globin synthesis. 

It should be reemphasized that this MIL uiill 
25 war y at small amount depending on the targeted sequence, 
but in general this relatively simple extracellular 
method serues to give a quite good approximation of the 
intracellular MIL for any giuen backbone type. Once 
this MIL value has been determined for a selected 
30 backbone type, the methods described belou, for MIL 

adjustment can be rationally applied for optimizing the 
MIL for a selected target sequence. 
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3 Tactics fo ^ ftd-iusting the MIL 

As a rule, it is often necessary to wary an 
target-binding affinity ouer a substantial range 
in order to u i±±^t^^^ ^=^^^ hl - e WIL W±U9 ' 
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in oroer m u * w-— - * ■•_.. -r- 

^Tthis end. a uariety of methods, and- comDanatxxmF 
thereof, can be used for uarying the stability of the 
agent/ target duplex, including: 

(i) increasing or decreasing the number of 
base-pairing moieties in the agent; 

(ii) selecting a target hauing a sequence 
providing greater or lesser stacking 

Tnoco et al (31) for a detailed analysis of the effects 
of base sequence on duplex stability); 

(iii) selecting a target sequence contaanin* a 
greater or lesser proportion of strong-binding bases (C 
and C) to weak-binding bases (A and U or T) ; 

(iw) replacing one or more weak-binding 
base-pairing moieties with stronger-binding moieties 
hauing the same Watson/Crick pairing specificities 
(e g a 2 . 6-diaminopurine moiety can be used instead of 
adenine to effect a substantially stronger bond to U or 
T in the target sequence; a 5-bromouracil moiety can be 
used instead of U or T to effect a substantially 
stronger bond to a in the target sequence; and a 
5-bromocytosine moiety can be used instead of cytosane 
to effect a somewhat stronger bond to G in the target 
sequence); or replacing one or more strong-binding 
base-pairing moieties of the agent with a weaker-binding 
moiety hauing the same W/C pairing specificities (e.g.. 
a 2-pyrimidinone moiety can be used instead of cytosane 
to effect a substantially weaker bond to G in the target 
sequence; and a 6-thioguanine or hypoxanthine moiety can 
be used instead of guanine to effect a substantially 
weaker bond to C in the target sequence); and 
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(o) selecting a backbone structure so as to 
son.eu.hat inhibit or enhance Watson/Crick pairing to the 



target sequence. 

^ Should be note d that the-f^s* three or the 



10 



IB 



above methods actually comprise target selection 
procedures, while the latter two methods are effected 
during synthesis of the agents. 

A difficulty with method (i) is that sequence 
specificity requirement generally preclude reduction of 
the agent's length to less than about 14 subunits^ The 
difficulty with methods (ii) and (iii) is that other 
m ore critical targeting criteria can so severely limit 
the optimal target region that these two MIL adjustment 
methods have little latitude in which to achieve a c 
significant effect. Because of these limitations, most 
MIL adjustments are preferably achieved by methods (iv) 
and (o). 

U. Pnlvmer ftgsemblv S trategies 

A Geometri c assembly 

After selecting a desired polymer length and 
recognition moiety sequence, according to factors 
considered in Section IV. the polymer is assembled, 
using the general subunit coupling procedures detailed 
aboue. One method of polymer assembly involves initial 
preparation of an appropriate set of dimers. linking 
selected dimers to form tetramers, linking of these to 
form octamers. and so on. This method is carried out in 
30 solution, substantially according to methods described 
with reference to Figures 5fl and 7ft above. It should be 
noted that all couplings need not necessarily be between 
oligomers of equal size. For example, often it is 
desirable in the last coupling to link a hexadecamer 
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uiith a tetramer to give a 20-mer or to link a 
hexadecamer with an octoroer to give a 24-mer. 

ft p articular m erit of this assembly method is 



t hat udc h coupl ing product is roughly lulttf Uic mass of 
5 the precursors and so purification of the product of 
each coupling is a simplified matter. Example 18 below 
details the the assembly of an 8-subunit 
carbamate-linked polymer formed by this method. (b) 

10 B . Ste pwise Assembly o " * Solid Support 

One preferred method for polymer synthesis is 

stepwise assembly on a solid support. Here the first 
subunit in the polymer is attached through its « 2 
backbone group to a solid support. Typically, a solid* 
15 support, such as glass beads derivatized with cleavable. 
preferably acid-stable, long-chain linkers are employed 
as the support material, and prepared for attachment of 
N nucleophile, such as a 5' hydroxyl of a nucleoside, 
af descibed in Example 19. The glass beads are reacted 
20 with a subunit which has a preferably acid-labile Nj 
protected group, and an activated N 2 or E backbone 
group, as detailed in Section III above. The coupling 
of various types of subunits to a glass-bead support is 
described generally in Examples 20-22. 
25 After coupling the second subunit (or polymer 

unit which may be assembled in solution) to the support, 
any unreacted linker nucleophiles are capped by addition 
of a suitable capping reagent, such as p-nitrophenyl 
acetate, and thereafter the support is washed and 
30 filtered. The protecting group on the Nj terminal 
subunit is removed, typically by acid treatment, and 
after neutralization, the support is then reacted with 
an excess of the next-in-sequence subunit (or polymer 
unit) which is activated at its free N 2 backbone 
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moiety. The excess of activated subunit maximizes the 
number of support-bound subunits which are 
chain-elongated. That is, one feature of the solid 
^sapp er! , a sso mb l y method is the need for high coupling ; 



efficiencies at each subunit addition step, ana the 
concentration of added actiuated subunit is selected to 
maximize this efficiency. Chain elongation is continued 
in this manner, with capping of failure sequence, after 
each subunit addition, until the polymer of the desired 
10 length and sequence is achieved. The general method is 
illustrated in Example 20 for the preparation of a 
14-subunit carbonate-linked polymer, in Example 21. for 
the synthesis of a 19-subunit carbamate-linked polymer, 
and in Example 22. for the assembly of a 19-subunit t 
15 amide-linked polymer. 

After addition of the last-in-sequence subunit. 
the polymer may be capped with a suitable charged or 
uncharged group coupled to. the terminal t* l group. If 
the backbone assembly has been carried out exclusively 
20 with uncharged achiral linkages, the capping reagent is 
preferably a charged group which imparts an end terminal 
charge to the polymer. After capping the polymer, the 
polymer is cleaved from the support, e.g., by treatment 
with a nucleophile. such as ammonium hydroxide, and the 
25 polymer is purified, such as by anion exchange 

chromatography. These post-assembly operations are 
described in Example 23. for synthesis of a 
carbonate-linked polymer, in Example 25. for synthesis 
of a carbamate -linked polymer, and in Example 27, for 
30 synthesis of an amide-linked polymer. 

For diagnostic applications inuolwing the above 
solid-support reagent with bound polymer molecules, the 
assembled, purified polymers are attached to a solid 
support, such as a cellulose support by known coupling 
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methods, such as those detailed in Example 20. Examples 
24. 26. and 28 are illustrative . 



The follQMrin g examples i 1 lust rare a vari^by^o^ 



5 



subunit synthetic schemes, polymer construction methods, 
and applications and compositions made and used 
according to the invention. The examples are in no way 
intended to limit the scope of the invention . 




15 



" The following nucleosides are obtained from 
Sigma Chemical Co.. St. Louis , MO: deoxyuridine, * 
deoxyguanosine. thymidine, deoxyadenosine. 
deoxycytidine. 5-bromodeoxy uridine, deoxyinosine . 
2.6-diamino-9-(2-deoxy-B-D-erythro-pentofuranosyl)9H- P urin 

e (2.6-diaminopurine deoxyriboside) . uridine, guanosine, 
5-methyluridine. adenosine, cytidine. 5-bromouridine. 
20 inosine. 

2 6 _ D iamino-9-(B-D-ribof uranosyl)-9H-punne 
(2.6-diaminopurine riboside) is obtained from Pfaltz and 
Bauer. Inc.. Diuision of Aceto Chemical Co.. Inc.. 

Waterbury. CT. 

The following nucleosides are prepared by the 

literature methods indicated: 

l-(2-Deoxy-B-D-erythro-pentofuranosyl)-2- 

pyrimidinone (2-hydroxypyrimidine deoxyriboside) is 
prepared by the method of P. Kohler. E. Uolz. U. Sequin, 
and C. Tamm in Mucjeic Acid Chemistry (L.B. Townsend and 
R.S. Tipson. eds) John Wiley and Sons. Inc. (1976). 

l-(2-Deoxy-B-D-erythro-pentofuranosyl)-4-methoxy- 

2-pyrimidinone is prepared by the following procedure: 
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l-( 3 ' , 5 ' -Di-O-benzoyl-2-deoxy-B-D-ery thro-pentof u 
ranosyl)-4-methylthio-2-pyrimidinone (prepared as in D. 
ce ^ ,nd A. Hol y r n ^^ on o f rrerhoslou Chen, Comm 



is treat e d uri . 
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llthoxide solution. The resulting solutxon x S allowed 

to stand overnight at room temperature. Thxs solutxon 

is then neutralized with Dowex 50X8 (H + form) and 

filtered; the residue is dissolved in water. (100 mL) 

extracted udth ether (2.50 mL) and the aqueous phase 

evaporated. The residue is an amorphous material which 

isused directly in succeeding reactions. 

2-Amino-9-(2-deoxy-B-D-erythro- P entofuranosyl)-l, 

9-dihydro-6H- P urine-6-thione (deoxythioguanosine) as 
prepared by the procedure of R.H. Iwamoto. E.M. Acton* 
and L. Goodman. J Med Chem (1963) 6:684. 

l_(B-D-Ribofuranosyl)-2-pyrimidinone 

(2-hydroxypyrimidine riboside) is prepared by the 
procedure of U. Niedballa and H. Uorbruggen. j.Orq Chem 

(1974) 39:3668. 

"~l-(2-Deoxy-B-D-ribofura n osyl)-4-methoxy-2-pyramxd 

20 inone (2-hydroxypyrimidine deoxyriboside) is prepared by 

tne procedure of R. nightman and 0. Holy. CoHectxon of 

PTPrhoslou Chem Cornm (1973) 38 : 1381 . 

2-Amino-9-(B-D-ribofuranosyl)-1.6-dihydro- 

2 , 6H- P urine-6-thione (thioguanosine) is prepared by the 
procedure of J.J. Fox, I- Wempen. A. Hampton and I.L. 
Doerr. J Amer Chem Soc (1958) 80:1669. 

Example 2 

p^ration o * Base^Protected Mucleotides 
Dimethoxytrityl chloride. N-benzoyladenosxne. 

N-benzoyl-2 ' -deoxyadenosine . N-benzoylcy tidine . 

N-benzoyl-2' -deoxycytidine and 

N -isobutyryl-2'-deoxyguanosine are obtained from Sxgma 
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Chemicals. St. Louis, Missouri. 

9-Fluorenylmethoxycarbonyl chloride (FMOC chloride), 

-t-r-imetjiylchloro silane, isobutyric anhydride, 

4-ni trobonzoyl chloride and fill ^n±c soluonttr for = 
reactions and chromatography are obtained from Aldrich 
Chemical Co.. Milwaukee, Wisconsin. Silica Gel is 
obtained from EM Science. Cherry Hill. New Jersey. 

2 . 1 nuanosine 

The N-2 9-fluorenylmethoxycarbonyl deriuatiue 
is prepared by the procedure below which is general for 
the protection of nucleoside amino groups: 

Guanosine (1 mmol) is suspended in pyridine (5 
mL) and treated with trimethylchlorosilane (5 mmol) . t. 
After the solution is stirred for 15 minutes 
9-fluorenylmethoxycarbonyl chloride (5 mmol) is added 
and the solution maintained at room temperature for 3 
hours. The reaction is cooled in an ice bath and water 
(1 mL) is added. After stirring for 5 minutes cone, 
ammonia (1 mL) is added and the reaction stirred for 15 
minutes. The solution is euaporated to near dryness and 
the residue dissolved in chloroform (10 mL) . This 
solution is washed with sodium bicarbonate solution (5 
mL. 10%). dried over sodium sulfate and euaporated. The 
residue is coevaporated several times with toluene and 
the product chromatographed on silica gel "using a 
gradient of methanol in methylene chloride (0-50%) . 

N-Isobutyrylguanosine is prepared by the method 
of Letsinger and Miller. J Amer Chem Soc (1969) 
30 91:3356. 

N _2 Acetylguanosine is obtained by the method 
of C.B. Reese and R.S. Saffhill. .T Chem Soc Perkin Trans 
(1972) i:2937. 
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2.2 Deoxvquanosine 

The N-2 9-fluorenylmethoxycarbonyl derivative 

is prepared by the method of J. Heikkla and J. 

r^^ T ^^T^hya1^aT^^ta^e^c-af^d-U4?^3) 837:263. — 

5 T he N-2 acetyl derivative is obtained from 

Research Plus Inc.. Bayonne, N.J. 

2.3 Deoxvadenosine 

The N-6 2-(4-nitrophenyl)-ethoxycarbonyl 
10 derivative is prepared by the method of F. Himmelsbach 
and W. Pfleiderer, Tetrahedron Lett (1983) 24:3583. 

N_6 4-Nitrobenzoyl-2'-deoxyadenosine is 
prepared using the procedure above for FMOC-guanosine 
except that 4-nitrobenzoyl chloride is substituted for* 

15 FMOC chloride. 

The N-6 2-(phenylsulfonyl)-ethoxycarbonyl 

derivative is prepared by the procedure for FMOC 
guanosine except the 2-(phenylsulf onyl)-ethyl 
chloroformate (obtained from N, Balgobin, S. Josephson 
20 and 8. Chattopadhyaya. Tetrahedron Lett (1981) 22: 3667) 
is used as the acylating agent and N-methylimidazole or 
pyridine is used as the solvent. 

2 . 4 Adenosine 

25 The N-6 2-(4-nitrophenyl)-ethoxycarbonyl 

derivative is prepared by the method of F. Himmelsbach 
and W. Pfleiderer. TPtrahedron Lett (1983) 24:3583. 

N_6 4-Nitrobenzoyladenosine is prepared using 
the procedure above for FMOC-guanosine except that 

30 4-nitrobenzoyl chloride is substituted for FMOC 
chloride. 

The N-6 2-(phenylsulfonyl)-ethoxycarbonyl 
derivative is prepared by the procedure for FMOC 
guanosine except the 2-(phenylsulf onyl)-ethyl 
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chloroformate (obtained from N. Balgobin. S. Josephson 
and B. Chattopadhyaya Ietrahedron_Lett (1981) 22:3667) 
^-s-usod as the acylating agent and N-methylimidazole or 



py r i d in e i s used as the solvent"; 



2. 5 Deoxvcvtidine 

The N-4 2-(4-nitrophenyl)-ethoxycarbonyl 

derivative is prepared by the method of F. Himmelsbach 
and W. Pfleiderer, Tetrahedron Lett (1983) 24:3583. 

The N-6 2-(phenylsulfonyl)-ethoxycarbonyl 
derivative is. prepared by the procedure for FMOC 
guanosine except the 2-(phenylsulf onyl)-ethyl 
chloroformate (obtained from N. Balgobin, S. Josephson 
and B. ^f^p^hw,^ Tetrahedron Lett (1981) 22:3667)^ 
is used as the acylating agent and N-methylimidazole or 
pyridine is used as the soluent. 
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2.6 Cvtidine 

The N-4 2-(4-nitrophenyl)-ethoxycarbonyl 

derivative is prepared by the method of F. Himmelsbach 
and W. Pfleiderer, Tetrahedron Lett (1983) 24:3583. 

The N-6 2-(phenylsulfonyl)-ethoxycarbonyl 
derivative is prepared by the procedure for FMOC 
guanosine except the 2-(phenylsulf onyl)-ethyl 
chloroformate (obtained from N. Balgobin. S. Josephson 
and B. Chattopadhyaya Tetrahedron Lett (1981) 22:3667) 
is used as the acylating agent and N-methylimidazole or 
pyridine is used as the solvent. 

3 q 2.7 2 . 6-diaminopurine riboside 

The N-2,N-6-bis(9-fluorenylmethoxycarbonyl) 
derivative of 2, 6-diaminopurine riboside is prepared by 
the general procedure. 
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The N-2,N-6-bis(isobu*yryl) derivative is 
prepared by the general procedure. 




The bis N-2,N-6-(9-fluorenylmethoxycarbonyl) 
derivative of 2,6-diaminopurine-2'-deoxyriboside is 
prepared by the general procedure. 



2.9 Thioguanosine 

The N-2 9-fluorenylmethoxycarbonyl derivative 
of thioguanosine is prepared by the general procedure. 

2. 10 2 ' -Deoxythioguanosine 

The N-2 9-fluorenylmethoxycarbonyl derivative^ 
of 2' -deoxythioguanosine is prepared by the general 
procedure. 

Example 3 

Preparation of 5'-amino-2' . 5- dideoxvribonucleoside 
subunits . 

Carbon tetrabromide . sodium azide, 
p-toluenesulfonyl chloride (tosyl chloride), triphenyl 
phosphine and 10% palladium on carbon are purchased from 
Aldrich Chem Co. Lithium azide is obtained from Kodak 
Laboratory and Specialty Chemicals. 
3, 1 General Method 

The nucleosides employed in this example are 
thymidine , N6-benzoyl-2 • -deoxyadenosine , 
NA-benzoyl^'-deoxycytodine, and 2'-deoxyinosine, 
2-hydroxy-pyrimidine-2'-deoxyriboside and the 
N2-N6-bisisobutyryl derivative of 2,6-diamino 
purine-2'-deoxyriboside (see Example 1). The required 
dried nucleoside (1 mmol) is weighed into a reaction 
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U essel containing triphenyl Phosphine (1.01 
Uthiu. azide (S -i). «t.r the solids 
T^-DMF carbon tetr.hromide (10 gS°l> » ad< "" 1 t0 th « 

J h. After guenchin, the reaction udth methanol, tne 
solution is evaporated to dryness. The residue is 

. .n,, „.i Blutino with methanol/ 

chromatographed on silica gel eluting ui 

chloroform mixtures to afford the desired S-azldo-2 . 
S.-oeox^nucleoside^ ^ ^ ^ 

in ethanol. «ydrogenation in the presence of 10% 

P 1 a lum on carhon (catalytic amount, under a hydrogen 

atmosphere (SI Psi, occurs over 10 h. The solution is 

filtered and eu.p.ration under reduced pressure afford.* 

a crude solid. The solid is purified by trituration 

uith the appropriate solvent. 

3 2 c'-a^dou-irf-lna der ivativ 

The 5'-azido derivative of 5-bromo-2 • -deoxy 
uridine is prepared ui. the method described above The 
. 5 .-azido-t-bromo-2'-deoxyuridine- (1 mmol) is treated 
uith triphenyl phosphin. (1.5 mmol) in Pyridine at room 
temperature for 2 h. Concentrated ammonia (1 mU is 
added to the reaction vessel. After 14* the solvent is 
removed under vacuum. The residue is dissolved in THf 
. and this solution is added to hexanes. The precipitate 
is collected and the solid triturated with the 
appropriate solvent to afford the S • -amino-5-bromo- 
2 ' -deoxyuridine . 

tQ 3- 5 t;'-ftzido guanosine 

An alternate preparation of 
5'-amino-2',5'-dideoxyguanosine is to treat the 
protected 2'-deoxyguanosine (protected at either the- 
N-2-acetyl or the N-2-FMOC derivative) (I mmol) with 
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tosyl chloride (1.3 mmol) in pyridine at O-C overnight. 
The solution is evaporated to dryness and the residue is 
dissolved in chloroform. The resulting solution is 
TO hed^u^e^itoqueou^^^um_bicarbonate and dried 

-■■ — . t . - — — — ■ ^ ^1 U fi l l l Nl 



over sodium sulfate. The solvent is euaporaLea and tl,—^ 
" residue chromatographed on silica gel eluting with 

.ethanol/chloroform mixtures. The resulting tosylate (1 
mmol) is treated with sodium azide (6 mmol)- in DMF at 
80-10QOC for a feu, h. The solvent is removed by rotovap 
10 and the residue is chromatographed on silica gel eluting 
with chloroform/methanol solvent mixtures . The azide is 
reduced to the desired amine using the above procedure. 

Alternate protecting groups for the base 
nitrogens of 2 ' -deoxycytidine . 2'-deoxyadenosine, 
l5 2'-deoxyguanosine. and 2.6-diaminopurinedeoxyriboside 
are 2-(phenylsulf onyl)ethoxycarbonyl for 
2 '-deoxycytidine and 2' -deoxyadenosine and the use of 
the 9'-fluorenylmethoxycarbonyl (FMOC) to protect 
2'-deoxyguanosine and 2, 6-diaminopurine deoxyriboside. 
20 as in Example 2. 

Fx ample 4 

ppe jaration nf 3 ; -amin- ' ' , 3J -dideoxvri honucleoside 
subunits . 

Thymidine is transformed to 5 '-O-acetyl-3 - 
azido-2'. 3 '-dideoxy thymidine and this is converted to 
3'-azido-2' .3 '-dideoxyadenosine and 3 ' -azido-2 ' , 3 ' - 
dideoxyguanosine via the methods of M. Imazawa and F. 
Eckstein. J Org Chem (1978) 43:3044. The base moiety of 
the 3'-azidoadenosine is protected as either the benzoyl 
or the 2-( P henylsulfonyl)ethoxycarbonyl derivative (as 
shown in Example 1). N-2 of the 3 ' -azidoguanosine is 
protected as either the acetyl or FMOC derivative (see 
Example 1). The reduction of these 3«-azido functions 
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to the 3 '-amino-2',3'-dideoxyribonucleosides is 
performed as shown in Example 3. 



=Eyanip%e=£ : 
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p-p.n.Mon of ™- y hniino-tvnn ...bumfs derived from 

ribonucleosides . 

Ammonium biborate. sodium m-periodate. sodium 
cyanoborohydride. uridine. N4-benzoyl cytidine, and 
N6-benzoyl adenosine are obtained from Sigma Chemical 
Co N2-isobutyryl guanosine is prepared by the general 
method of Letainger^ and Miller ( J Amer Chem Soc . (1969) 
91:3356). 2-Phenyl-2-pro P anol and bis (p-nitrophenyl) 
carbonate are obtained from Aldrich Chemical Co. 

The morpholino derivative of uridine is c 
prepared by dissolving 1 mmol of uridine plus 2 mmol of 
ammonium biborate, (NH^B^. in 5 ml of 
water. While stirring in an ice bath protected from 
direct light 1.2 mmol of sodium m-periodate in 5 ml of 
water is added.' After 90 min. 0.2 ml of 1.2-propanediol 
is added and stirring is continued for 10 min at rt. 
Thereafter, while stirring in a well-ventilated hood. 
0.25 g of sodium cyanoborohydride dissolved in 3 ml of 
water is added and the mixture stirred for * hr at rt. 
Thereafter, the reaction mixture is reduced to an oil 
under vacuum in a warm water bath, resuspended in a 
minimal volume of methanol, layered on a silica gel 
chromatography column, and the column eluted with 
methanol/1% triethylamine . The morpholino product 
elutes from the column as a sharp band moving 
significantly slower than the original ribonucleoside 
and its oxidation products. The morpholino product has 
a UU spectrum essentially identical to the parent 
ribonucleoside. but its mass is lower by 17 daltons 
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(determined by mass spectral analysis using fast atom 
bombardment actiuation) . 

The morpholino nitrogen is next protected by 



5 carbonate. The required active carbonate is P repared= 
and reacted with the morpholino subunit essentially by 
the methods of Sandberg and Ragmarsson ( Tnt 3 Peptide 
P^fcein Res (1974) 6:111). Finally, if desired 
(depending on the method to be used for subunit assembly 
into polymers) the hydroxyl at the position 
corresponding. to the original 5' can be activated by 
dissolving the N-protected subunit in a minimal volume 
of dry dimethylformamide and adding 2 equivalents of 
bis(p-nitrophenyl)carbonate plus 0.2 equivalent of 
15 triethylamine. N-methylimidazole. or N.N-dimethylamino 
pyridine. After 3 h at rt, the reactions mixture is 
reduced in volume under vacuum in a warm water bath. 
The thick syrup is resuspended in a small volume of 
dichloromethane and layered on. a silica gel column. 
20 which is subsequently eluted with a mixture of 
dichloromethane/ether (1:1 by vol) 0.2% in 
N.N-diroethylaniline by volume. With this solvent 
system, the activated product moves substantially slower 
than p-nitrophenol and bis (p-nitropheriyl) carbonate but 
25 much faster than the unreacted starting material. The 
activated product is readily visualized on silica gel 
TLC plates simply by exposing to ammonia fumes, 
whereupon a yellow nitrophenolate ion is generated 
within one to two minutes. 
3Q other ribonucleosides (bases protected where 

necessary as in Example 2) are converted to their 
corresponding morpholino derivatives by essentially the 
same methods — though varying amounts of methanol must 
be added to effect dissolution of the protected 
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ribonucleosides before the initial periodate oxidation 
step. 

u hen the morpholino-type subunits are to be 



^i P ra^l = Ehlyc-ffrhw 



5 base-protective groups for the common starting 

ribonucleosides are: the phenylsulfonylethoxycarbonyl 
moiety for cytidine and adenosine and the 9-fluorenyl 
methoxycarbonyl moiety for guanosine. 
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Example 6 

pre paration nf S'-acef ir ac id-2' . s'-dideoxyribonucleo- 

c-irift subunits. 

Triethylamine. pyridine/sulfur trioxide 
complex, p-nitrophenol. dicyclohexylcarbodiimide, and* 
40% aqueous dimethylamine are obtained from Aldrich. 

3 ' _o-tert-8utyldimethylsilyl-N-2-(phenylsulf onyl) 
ethoxycarbonyladenosine (1 rnmol). prepared as in Example 
12.1, is dissolved in methylene chloride and 
dimethylsulfoxide (10 ml_, 1/1, v/v) at 0°C and 
triethylamine (3 rnmbl) and the pyridine/sulfur trioxide 
complex (3 mrnol) is added. The mixture is stirred at 
this temperature for 1 h. then washed with water, dried 
over sodium sulfate, and evaporated under reduced 
pressure. The residue is dissolved in dry pyridine (10 

25 ml_) and treated with 

benzyloxycarbonylmethylenetriphenlyphosphorane (1.5 

rnmol) for 24 h at 37°C. The mixture is then evaporated 

to dryness under reduced pressure and the residue 

dissolved in methylene chloride, washed with dilute HCl 

and water, then the organic phases are dried over sodium 

sulfate and solvent removed under reduced pressure. The 

residue is chromatographed on silica using a gradient of - 

methanol in chloroform (0-20%) . 
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The unsaturated ester (1 nraiol) from the 
previous paragraph is dissolved in ethyl acetate/ethanol 
( /,0 mi , 1/1. v/v) containing cyclohexadiene (5 mL) and 



10 



IB 



w*- - _ _ - . 

uigorously agitated under a nitrogen atmosphere for w* 

h The mixture is filtered and the solvents removed 
under reduced pressure. The residue is chromatographed 
on silica gel using a gradient of methanol -in chloroform 
(5-50%). 

To a 0.2-0.5 M solution of the acid from the 
preuious paragraph in ethyl acetate (or methylene 
chloride) p-nitrophenol is added in about 20% excess. 
The calculated amount of dicyclohexylcarbodiimide is 
added to the solution at 0<»C. After 0.5 h the mixture, 
is allowed to come to room temperature and was held 
there for 1 h. - The dicyclohexylurea which separated is 
filtered and washed with solvent. The combined filtrate 
and washings are evaporated to dryness under reduced 
pressure. The ester may be used directly for coupling 
reactions or may be purified by short column 
chromatography on silica using an isopropanol in 
chloroform gradient (0-50%) . 

The analogous series of reactions may be 
carried out on the other properly protected 
25 2 '-deoxynucleosides . 

The active ester (1 mmol) is treated with 40% 
aqueous dimethylamine (2 mmol) in methanol to form the 
N.N-dimethylamide of the N-protected 3 • -O-tert-butyl 
dimethylsilyl-2' ,5 '-dideoxyadenosine-5' -acetic acid. 

The soluents are removed by evaporation under reduced 
pressure and the residue is desilylated by using the 2M 
HF/1M tert-butylammonium fluoride (TBAF) reagent 
described in B.L. Gaffney and R.A. Jones. Tetrahedron 
Lett (1982) 23:2257. To the 2M HF/1M tert-butylammonium 
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fluoride in pyridine (1 mmol of TBAF) is added the 
deprotected nucleoside from the previous paragraph 
-flfWr stirri ng for 2 4 h the _ra action is partitioned 



between methylene n nd aqueous sncn urn bicarbonate,-- The 



, organic layer is washed with water, dried over sodxum 
sulfate, and evaporated to dryness. The residue is 
purified by chromatography on silica using a gradient of 
methanol in methylene chloride (5-25%) . 



10 



15 



20 



25 



30 



Example 7 

o^ P^-ion of »nd PvHnrid-ine Pyrrolidones 

Potassium t-butoxide, anisoyl chloride, 
6-chloropurine, 10% palladium on charcoal, phthaloyl «. 
chloride, 2-amino-6-chloropurine. 20% aqueous 
tetraethylammonium hydroxide, 25% aqueous 
trimethylamine. 2-pyrimidinone, N-bromosuccinimide. 
trifluoroacetic acid, 4-nitrophenol, and 

N N -disuccinimydyl carbonate are obtained from Aldrich. 

Lithium azide is obtained from Eastman Kodak, Rochester, 

Neu. York. CIS reverse phase silica gel is obtained from 

Whatman, Hillsboro. Oregon. 

7 .i P .o pa r a tion of ^)-^-r^- a mjno-?-oxopvrimidinvl>- 
mB fhvn-pvr^^nn e fhe nrP f orth r eferred to as the 

cytosine pyrrol idone) 

Cytosine (2.2 mmol) is dissolved in dimethyl 
sulfoxide (2 mL) which contained potassium tert-butoxide 
(2 mmol). This solution is added to a flask which 
contained ( S )-5-(tosyloxymethyl)-2-pyrrolidone (1 mmol. 
prepared by the procedure of E. Hardegger and H. Ott. 
HpIu Chim Acta (1955) 38:312). After dissolution, the 
mixture is stirred at 25-C for 6 h. The mixture is 
neutralized with acetic acid (2 mmol) and evaporated 
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under reduced pressure. The residue is taken up in 
dimethyl formamide (5 mL) and evaporated under reduced 
pre ssure, and this procedure repeated three times. 
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15 



n o p-oparaMon of M-4 - »ni sovlcvtosi ne pyrrolidone 

The mixture from the previous paragraph is 
dissolued in pyridine or N-methylimidazole (10 mL) and 
treated with anisoyl chloride (2.8 mmol) at- room 
temperature. After stirring for 2 h. the mixture is 
quenched with ice (0.5 g). After 5 min. 1 mL of 29% 
ammonia was added . After 15 min at rt the solution is 
dissolued in ethyl acetate (15 mL) and washed twice with 
brine (15 mL) . The washings are combined and washed 
with ethyl acetate (2 x 30 mL) . the combined organic «. 
layers dried with sodium sulfate and evaporated under 
reduced pressure. The residue is coevaporated several 
times with toluene and the residue chroroatographed on 
silica gel with a gradient of methanol in methylene 
chloride (0-20%). 

7.3 Preparation of 6-chloropur i "«> pyrrolidone 

This compound is prepared as for the alkylation 
of cytosine except that the alkylation is performed on 
6-chloropurine and the mixture was heated at 35-95°C for 
several h. The mixture is cooled to room temperature, 
neutralized with acetic acid (2 mmol) and evaporated 
under reduced pressure, shaken with a mixture of 20% 
methanol/ chloroform and 10% sodium bicarbonate. The 
aqueous layer is washed with chloroform, the combined 
organic layers aree dried over sodium sulfate and 
evaporated under reduced pressure. The residue is 
chromatographed on silica gel using a gradient of 
methanol in chloroform (0-25%). 
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7 , pre earatlgS c * S^zldofiurlne pyrrolidon e 

The 6-chloropurine pyrrolidone (1 mnwl) is 
treated uuth lith __- ^zide (? nrniol) in dimethyl 

— &r ______ — — — - — _ _ — K 



^rca*-^ __i — — 

TU-fox-d^-tfHiL) 30 - 1 Q0°C for several-h- 



At-the-e*»d- 
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of this time the mixture is evaporated under reduced 
pressure, dissolved in chloroform, -ashed with 10% 
sodium bicarbonate, and the organic layer dried over 
sodium sulfate and concentrated under reduced pressure. 
The residue is chromatographed on silica usxng a 
gradient of methanol in chloroform (0-25%) . 

7 5 D -- pa r a tior» «f adenosi s pyrrolidone 

The azide from the previous example is 
hyd rogenated by shaking the azide (1 mmol) udth 30 c 
pounds of hydrogen pressure in a solution of ethanol (10 
*> containing palladium on charcoal (100 mg. 10% by 
.eight Pd) for 24 h. The solution is filtered through 

celite and the solvent evaporated. The residue is used 

directly for the next step. 

7 6 Pre paration of pM-haloulartoncn ne pyrrolidone 
The phthaloyl group is introduced at the N-6 
position by the acylation of the adenosine pyrrolidone 
(1 mmol) with phthaloyl chloride (1.4 mmol) using the 
procedure above for the anisoylation of cytidine except 
that no ammonia was added in the workup. 



7 7 Pre paxatio- ----*n»-„- e hlornn..HnP pyrrolidone 
The pyrrolidone tosylate is alkylated udth 
30 2 -amino-6-chloropurine as per the preparation of the 
6-chloropurine derivative. 
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7 8 Preparation of quani ™ pyrrolidone 

The chloropurine pyrrolidone (1 mmol) from the 
P^u ious paragraph is dissolved in diglyme (10 mL) and 
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stirred at rt for 5 h, water (10 mL) is added, and th. 
mixture concentrated to 10 mL under reduced pressure, 
ftcetic acid (2 mL) is added, and the mixture was 
evaporated under reduced pressure to an oil. The 
residue which contains tetraethylammonium acetate as 
used directly for the next step. 

7 9 P .c pa r a tion acetvlnnanine pyrrolidone 

Guanine pyrrolidone (1 mmol) from the previous 
paragraph is reacted with acetic anhydride (5 mL) at * 
reflux for 2 h. The solvent is evaporated and the 
residue coevaporated with dimethylf ormamide . The 
residue is dissolved in methanol (5 mL) saturated wath 
ammonia at O-C. and the solution is stirred for 2 h at 
this temperature. The solvent is evaporated under 
reduced pressure artd the residue - purified by 
chromatography on a short column of silica using a 
gradient of methanol in chloroform (5-50%). 

7. 10 Proration of »-» * dopurj ne pyrrolidone. 

This compound is prepared from the 
2-amino-6-chloropurine pyrrolidone by useof the 
procedure of Example 7.4. except that the reaction 
requires longer times and was performed at a higher 
temperature . 

7 n Deration » , fi-diaminopnrl ne pyrrolidone 

This compound is prepared as for the adenosine 
pyrrolidone by reduction of the 2-amino-fi-azido 
derivative. 
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7A2 pre earation of N =2 acetyJ jjbg phrhaloyl 7 , 6-diaming 

pli r j P i a p yrrolidone 

T he aTet^l grou p is introduced by the method 



■^boMO- r u. M-? a co tylguanine pyrrpri^-e^pt-tha^-t-he- 



5 



10 



m ethanolic ammonia treatment is earned out for 8 h. 
The soluents are evaporated and the residue is 
phthaloylated as for the adenosine derivative. 

7 13 Preparation »f inosin » pyrrolidone 

6-Chloropurine pyrrolidone (1 mrnol) was 
concerted to the inosine derivative by the method used 
for the preparation of the guanine pyrrolidone 
derivative. The compound is purified by chromatography 
on silica using a gradient of methanol in chloroform 
15 (5-25%). 

7 14 Proration of 7-hvdroxvpyrimidine pyrrolidone 

This compound is obtained by the alkylation of 
2-pyrimidinone by the procedure used for the preparation 
of the 6-chloropurine derivative: 
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Example 8 

p^g ^aration of £uripe and Py r inridine T-BOC Amino Acids 

The general procedure described below for the 
cytosine pyrrolidone may be applied to all properly 
protected pyrrolidone deriuatives. The product, 
referred to as the t-BOC acid is formed by cleavage of 
the pyrrolidone ring to an acid and a t-BOC amine. 

8.1 Preparation ^ frhP cvtosine t-BOC acid 

N _4_Anisoylcytosine pyrrolidone (1 mrnol) is 
dissolved in methylene chloride (0.5 M solution) 
containing di-tert-butyl dicarbonate (2 mmpl) , 
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triethylamine (1 mmol). and dimethylaminopyridine (1 
mmol). The solution is stirred for 10 h at rt. The 
uolatiles are removed and the residue purified on silica 
^nq^radi^-of-met-harioa^L n chloroform iw-*0X) . gjg 
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residue is dissolved in tetrahydroturan (0* H soiu W 
to which is then added lithium hydroxide ( 3 mmol. as a 
1 H solution). After 5 h at rt, the solution is 
neutralized by the addition of 10% acetic acid (3 mmol) 
and the solvents removed under reduced pressure. The 
residue was dissolved in 9N ammonia and stirred at room 
temperature for 1-10 h. The solvent is removed under 
reduced pressure and the residue purified by 
chromatography on C18 reverse phase silica gel usang 
water and methanol (or trifluoroethanol) mixtures.- t 

8.2 Preparation of uraci l fr- ROC acid 

This is prepared from the cytosine t-BOC acid 
by the following procedure: 

The cytosine t-BOC acid (1 mmol) is dissolved 
20 in aqueous acetic acid and treated with sodium nitrite 
(1 mmol) at 4°C. The mixture is stirred for 1 h and 
evaporated to dryness under reduced pressure. The 
product is purified by chromatography in CIS reverse 
phase silica gel using water and methanol (or 
25 trifluoroethanol) mixtures. 

8 .3 Preparation of S-brO "»""racil t-BOC acid 

This compound is obtained from the uracil t-BOC 
acid by the following procedure: 
3Q The uracil t-BOC acid (1 mmol) is dissolved in 

DHF (3 inL) and treated with N-bromosuccinimide (1.2 
mmol) . The solution is allowed to stand at room 
temperature for 16 h. After removal of the solvents 
under reduced pressure the product is purified by 
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chromatography on CIS reverse phase silica gel using 
mater and methanol (or trif luoroethanol) mixtures . 
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This general procedure for acylating the 
exocyclic amino groups of the recognition moiety is also 
applicable to the protection of the adenosine derivatxve. 

The cytosine t-BOC acid (1 mmol) from the 
previous paragraph is dissolved in N-methylimidazole or 
pyridine (5 mL) and treated with chlorotrimethylsilane 
(5 mmol). After 15 min at room temperature the solution 
is treated uiith 2-(4-nitro P henyl)ethylchlorof ormate (3 
mmol, obtained from F. Himmelsbach and W. Pfleiderer. 
T 0 fr a h B dron Lett (1983) 24:3583). The reaction iss *~ 
maintained at room temperature for 8 h. then cooled in 
an ice bath, and uiater (1 mL) was added. After 5 min, 1 
mL of concentrated ammonia is added and the mixture 
stirred at rt for 15 min. The reaction is then 
evaporated to dryness and the residue dissolved in 
uiater. The solution is made acidic with 2 M HCl and 
extracted with chloroform. The combined organic 
extracts are dried over sodium sulfate and evaporated 
under reduced pressure. The residue is purified by 
chromatography on silica using a gradient of methanol in 

25 chloroform (5-50%). _ 
For protection of the guanine and 
2,6-diaminopurine derivatives, the aboue procedure was 
modified so that the reaction was carried out in 
pyridine and the acylating agent was 9-fluorenylmethyl 

30 chlorof ormate. 
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Example 9 

Preparation of Purine and py rimidine Amino ftcids 



The f ollowi n g p ro c ed ur e i$ applicaole to all 
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the derivatives. It removes the t-BOt group and I rw 
the primary amino group of the backbone. 

The t-BOC acid (1 mrnol) was dissolved in 20% 
trifluoroacetic acid in methylene chloride (5 mL) and 
stirred at rt for 30 min. Toluene (3 mL) is added and 
the solvents are evaporated under reduced pressure to 
giu e the aminq acid trifluoroacetate salt. This is used 
directly for coupling reactions. 



Example 10 
Preparation of Subunits for Assembly 
of ftchiral Acvclic Polvnucl oroide Analogs 

10. 1 Preparation of the Cvfcidine Analog 

Lithium borohydride, di-tert-butyl dicarbonate 
and bis(triphenylphosphine) palladium II chloride were 
obtained from Aldrich Chemical Co.. Milwaukee. HI. 
2-Amino-5-broroopyrimidine is prepared as per T. 
Nishikawa, Chem. Pharm. Bull . 9:38 (1961). 

2-amino-5-bromopyrimidine is benzoylated at the 
exocyclic amino group by the general method in Example 2 
using benzoyl chloride. The product benzamide (25 
mmole) is added to a 45 mL pressure vessel containing 
triethylamine (10 mL) . benzene (10 mL) . and 
bis(triphenylphosphine) palladium II chloride (0.375 
mmole). The bomb is flushed with argon, sealed, and 
pressurized to 600 psi with carbon monoxide and then 
pressurized to 1200 psi with hydrogen. The reaction 
vessel is heated in an oil bath with stirring at 145-C. 
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after all gas absorption had ceased, the reaction as 
cooled, and the gases vented slowly. After addition of 
anhvdrcs ether, the reaction mixture is filtered and 



10 



chromatography in silica gel using a gradxent of 
isopropanol in methylene chloride (0-20%). 

The 2-benzamido P yrimidine-5-carboxaldehyde (1 

«ol) from the previous paragraph is dissolved in 
ethanol (5 mL) and treated with 4-aminobutyric acxd (1 
mmole) and triethylamine (1 mmol). After starring for 
one hour, the.mixture is hydrogenated at 30 P sx usxng 
10 % palladium on carbon (100 mg) . After the absorptxon 
of hydrogen has ceased, the reaction is filtered and the 
solvents removed under reduced pressure. The residue *s 
15 dissolved in methanol which is saturated with ammonxa at 
0"C and stirred at room temperature for 10 h. After 
euapoaration of the solvents, the residue iss purified 
by chromatography on C18 silica gel using methanol water 
mixtures buffered to P H 7 with, ammonium acetate (0.2 M) . 

The amino acid (1 mmol) from the previous 
paragraph is dissolved in ethanol (3 mL) containing 
di-tert-butyl dicarbonate (1 .mnol)-. Triethylamine (1.5 
mmol) is added slowly at room temperature. After the 
euolution of carbon dioxide has ceased, the soluents are 
25 removed in uacuo and the residue used directly for the 

next reaction. 

The t-BOC-amino acid from the previous 
paragraph is acylated on the exocyclic amino group by 
the general procedure in Example 2 using 
, 0 2-( P henylsulfonyl)-ethoxycarbonyl chloride. The product 
may be purified by chromatography on silica gel usxng a 
gradient of methanol in chloroform (0-50%) . 

The 2-(phenylsulfonyl)-ethoxycarbonyl-protected 

BOC amino acid from the preuious paragraph was converted 
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into the p-nitrophenyl or N-hydroxysuccinimidoyl active 
ester by the procedures in Examples 11.3 and 11.*. 



» r e p a ration of the Uridine-Ana-log- 



15 



Ethyl 6-hydroxynicotinate is prepared as per H. 
Gault. J. Gilbert, and D. Briaucourt. C.R. Acad. Sci., 
Paris. Ser. C, 266:131 (1968). Lithium borohydride is 
obtained from Aldrich. Manganese dioxide is prepared as 
per Vereshchagin et al. 7humal Arqani cheskoi Khimil, 
10 8:1129 (1972). Douiex resin is obtained from Bio-Rad 
Laboratories. .Richmond. CA. 

Ethyl 6-hydroxynicotinate (49 mmole) in 
tetrahyd'rofuran (10 mL) is added dropuiise to a 
suspension of lithium borohydride (100 mmol) in * 
tetrahydrofuran (THF) (75mL0 at room temperature under 
nitrogen. The viscous mixture is stirred at 25°C for 16 
hours. Then. 60 mL of 20% acetic acid is added to the 
cooled suspension. The THF is evaporated under reduced 
pressure and the remaining aqueous solution is applied 
to an ion exchange column (Douiex-50W-X8) to remove 
lithium ion. The column is washed carefully with 250 mL 
of water, which is then evaporated. Boric acid is 
removed from the resulting residue by repeated 
evaporation with methanol. The product is purified by 
25 distillation under reduced pressure. 

The benzylic alcohol (66 mmol) prepared in the 
previous paragraph is dissolved in ether (250 mL) and 
treated slowly (exothermic) with a slurry of manganese 
dioxide (54 g) in ether (100 mL) . After twelve hours at 
room temperature, the mixture is filtered, the solvent 
removed under reduced pressure, and the residue 
distilled in vacuo to give 6-hydroxynicotinaldehyde. 
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The aldehyde from the previous paragraph is 
reacted with 4-amino butyric acid as for the preparation 

of the c y t idin e analog in Ex a mp le- 11 , 1 ■ 

The amino acid f r om the previous paragraph was 
5 converted to the corresponding BOC-derivative as for the 
preparation of the cytidine analog in Example 10.1 

The BOC-amino acid from the previous paragraph 
iss converted into the p-nitrophenyl or 

N-hydroxysuccinimidoyl active ester by the procedures in 
IQ Example 11.3 and 11.4. 

• 

Example 11 

Preparation of S '-protected t 3'-activated 
2'-deoxvnucleo- sides . fc 

15 

11.1 2 ; -deox vnucleoside 5 ' -O-dimethoxvtritvl 
derivatives 

The procedure below is general for the 
preparation of 2 '-deoxy nucleoside 5' -O-dimethoxy trityl 

20 derivatives: 

N-2 9-Fluor enylmethoxy carbonyl-2 1 - 
deoxyguanosine (1 mmol) is dissolved in anhydrous 
pyridine (2.0 mL) and kept at 0°C. Dimethoxy trityl 
chloride (1.2 uwiol) is added in portions (0.15 mmol) 

25 during an 8 hour period. After an additional 2 hours 
methanol (0.5 mL) was added and the solution is 
concentrated at reduced pressure. The residue is 
treated with a mixture of sodium bicarbonate (2 mL, 5%) 
and methylene chloride (5 mL) . 

30 The aqueous layer is extracted with methylene 

chloride (2x5 mL) and the combined organic layers are 
dried over sodium sulfate and evaporated. The residue 
is coevaporated several times with toluene and the 
product is purified by chromatography on silica gel 

/ 

/ 
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using a gradient of methanol in methylene chloride 
(0-10%). 

1 1 . 2~5" t ^O^ime1^hoi<v1:r±t v 1-2 1 -deoxvnuc-leoside. 
5 3 '-O-f 4-nitrophenvl)carbonates ; 

The preparation of 5'-0-dimethoxytrityl-2 
-deoxycytidine 3 '-0-( 4-nitrophenyl) carbonates is 
described in the following procedure' which is general 
for the preparation of the 4-nitrophenylcarbonates . Bis 
10 (4-nitrophenyl) carbonate and N,N-dimethylaminopyridine 
are obtained from Sigma. 

S'O-Dimethoxytrityl-N^-C^nitrophenyl)- 
ethoxycarbonyl-2" -deoxycytidine (1 irnnol) is dissolued in 
anhydrous dimethylf ormamide (5 mL) at room temperature* 
15 and treated with bis (4-nitrophenyl) carbonate (2 mmol) 

and then evaporated under reduced pressure. The residue 
is dissolued in dimethylf ormamide (5 mL) and 
N,N-dimethylaminopyridine (0.1 mmol) is added. The 
yellow solution is euaporated and allowed to react for 1 
20 h. The reaction mixture is dissolved in chloroform (10 
mL) and washed with aqueous HC1 (5 mL, 0.1 M) . The 
organic layer is washed twice with aqueous NaOH (5 mL, 
0.1 M), water (2 mL) , dried over sodium sulfate and 
euaporated. The residue is applied to a silica gel 
• 25 column and eluted with a gradient of isopropanol in 
chloroform (0-10%) . The fractions containing the 
product are pooled, euaporated, dissolued in chloroform 
(10 mL) and the aqueous NaOH washes are repeated to 
remoue traces of 4-nitrophenol. The organic layer is 
30 washed with water, dried ouer sodium sulfate and 

euaporated. The product is homogeneous by TLC and is 
used directly for preparation of the dimeric 
carbonates . , 
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For the preparations of the carbonates *of 
nucleosides containing the FMOC group it is sometimes 
adua nta geous to use N-methylimidazole as the catalyst 
rather than N,N-dimethylaminopyr1dlne. 

5 

11.3 N-protected t-BOC p-nitrophenvl ester 

The following two procedures prepare active 
esters for coupling of subunits. It is general for all 
10 the t-BOC acid derivatives . 

To a 0.2-0.5 M solution of the t-BOC acid from 
Example 8.4 in ethyl acetate (or methylene chloride), 
p-nitrophenol is added in about 20% excess. The 
calculated amount of dicyclohexylcarbodiimide is addecK 
15 to the solution at 0°C. After 0.5 h the mixture is • 
allowed to come to rt and was held there for 1 h. The 
dicyclohexylurea which separated is filtered and washed 
with solvent. The combined filtrate and washings are 
evaporated to dryness under reduced pressure. The ester 
20 may be used directly for coupling- reactions or may be 
purified by short column chromatography on silica using 
an isopropanol-in-chlorof orin gradient (0-50%) . 

11.4 N-protected t-BOC N-hydroxvsuccinimidovl ester 
To a solution of the t-BOC acid from Example 

8.4 (1 mmol) in acetonitrile (5 mL) is added pyridine (1 
imnol) and N, N' -disuccinimidyl carbonate (1 mmol) , The 
solution ia stirred at rt for 3 h. The solvents are 
removed under reduced pressure and the residue dissolved 
in chloroform, the organic phase washed with 0.1 M HCl 
and water, dried over sodium sulfate, and evaporated to 
dryness. The esters are sufficiently pure to be used 
directly . 
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Fx ample 12 

mr-maMon of a C ^honate jn»^c.,h,init linkaqe- 
The preparation of cytidinyl-(3'-5' )-cytidine 
-wttonat e i s dereribe d in the pro ce dures below, ihis is 



10 



a general procedure for the formation of tne carbonat* 
intersubunit linkage and the deprotection of the 
oligocarbonate. Note that the base protecting groups 
must be 2-(4-nitrophenyl)ethoxycarbonyl. 2-(phenyl 
sulfonyDethoxycarbonyl. or fMOC. Tert-butyl 
dimethylsilyl chloride is obtained from Aldrich. 

12 ! prejearati^n of 2 '-^"nucleoside 3 ' -O-tert-butyldi- 
mo+h yTsilv/l d «*r»iuatiues. 

The preparation of 3'-0-tert-butyldimethylsilj<l- 
15 N _ 2 _(4-nitrophenyl)ethoxycarbonyl-2'-deoxycytidine is 
described in the following procedure which is a general 
procedure for the preparation of 2'-deoxynucleoside-3 ■- 
O-tert-butyldimethylsilyl derivatives : 

To a stirred solution of S'-O-dimethoxytrityl- 
2Q N _^ ( 4-nitrophenyl>-ethoxycarbonyl-2'-deoxycytidine 
(1 mmol) and imidazole (3.5 mmol) in dry 
dimethylformamide or tetrahydrof uran (10 mL) is added 
dropwise a solution of tert-butyldimethylsilyl chloride 
(3 mmol) in dry DMf (10 mL) . The reaction is stirred 
25 for 1 h, quenched with ice, extracted with methylene 
chloride, washed with water and dried over" sodium 
sulfate. The organic layer is evaporated to dryness 
under reduced pressure and purified by chromatography 
ouer silica gel with methylene chloride as eluant. 
3Q to a solution of the 5 •-O-dimethoxytrityl 

derivative from the previous paragraph (1 mmol) in 
methylene chloride (5 mmol) is added a solution of zinc 
bromide in methylene chloride (10 mL. 1 M) containing 
methanol (15 % v/v) . The reaction mixture is stirred 
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„ „ .... — -» *- "nri™"-.. 

______ Ui i„^ri pressure. The ^rooucT: ^ r— — - 

carbon»l-2 deoxy » imetnylsll „l-N-4-(4- 
(l.S ™>ol) and 3 -0 tart D y „ are 

aissoiued in diaathylforma^da (• *> «< « ^ 

15 ™ol) or N-.th»li-id.zole (1 -.«• The 

ra»oo.d by adoration und.r ra-ucad Pr.a.ur. an 

taction lip- to ait "f ^ ijl,, aqu .ous 
di „.I..d in ^.ro^r. C 0 -L and ^ ^ ^ , , bL 

„CI (2 0.1 ">-- ter (2 the l iMU layer dr iad ooar 

on TLC and by *00 MHz NMR. 

The residue is desilylated by using the 2 M 
25 HF/1H tert-butylammonium fluoride (TBAF) reagent ^ 
r hid in B L Gaffney and R . A . Jones, Tetrahedro n 

^ r de in Uridine (1 -1 of TBAF) is added the 
30 protected nucleoside fro. the previous P = ^ 

24 h the reaction xs parti tionea 
After stirring for n, n« 

«..i*ate and euaporated to dryness, 
dried over sodium sulfate, ana e v 
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The residue is purified by chromatography on silica 
using a gradient of methanol in methylene chloride 
(5-25%). 

3'.hydroxydinucieosid6 carbunaLes-a^e- 



15 



I conuerted to t h e 3 '-(4-nitroph 6 nyl>-carD o nat c . b, cto = 
method in Example 11. These deriuati.es may be reacted 
uuth the 5'-hydroxyl of a nucleoside or oligonucleoside 
carbonate to prepare higher order oligonucleoside 
carbonates . 

10 m Example 13 

Formation of - carbamate inrersnhnnit linkage. 
Bis(p-nitro P henyl)carbonate. p-anisoyldiphenyl 
methyl chloride, N.N-dimethylaniline (DMA), and 
triethylamine are available from Aldrich Chemical Co. 
The required 

5'-amino-2\5'-dideoxyribonucleoside (employing acetyl 
or benzoyl groups for base protection where necessary) 
CI mmol) prepared in Example 3 above, is treated with 
p-anisoyl diphenylinethyl chloride (1.2 mmol) in 
pyridine. After 12 h the solvent is evaporated and the 
residue is redissolved in chloroform. This solution is 
mashed once each with aqueous NaHCOj and water, then 
dried over Na^. After evaporation of the 
solvent, the residue is chromatographed on silica gel 
eluting with chloroform/methanol/1% triethylamine 
mixtures. 

The 5'-tritylated aminonucleoside (1 mmol) is 
evaporated tuiice from DMF. then treated with 
bis-(p-nitro P henyl)carbonate (2 mmol) in the presence of 
triethylamine (or N .N-dimethyla,ninopyridine . or N-methyl 
imidazole) (catalytic amount) using DMF as the solvent. 
After 3 h. the solvent is evaporated and the residue 
dissolved in chloroform. This solution is washed twice 
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«ith 0.0! N a,u.ous MaOH, one. with »»ter. then dried 
„„er Ha SO. . The solvent is removed b, rotovap and 

first with a thlorofv. ■ U ■ l * PH . mi.turc , than in tn a ~ 
chloroform/methanol/0. 1% DMA solvent system. The 
.ppropri.t. fractions are combined and evaporated to 
dryness. The residue is dissolved in a minimum of THf 

. -im^ 4.« »n excess of hexanes. The 
and this solution is added to an excess o 

precipitated activated nucleoside is collected by 
filtration and dried under vacuum. 

The required 5'-aminonucleoside (1.1 mmol) . as 
prepared in Example 3 above, is twice evaporated from 
QMF The activated nucleoside (1 mmol) is added to the 
reaction vessel and the solids are dissolved in DMF. , 
The solution is concentrated to a small volume and 
allowed to stand overnight. The solvent is completely 
removed under vacuum and the resulting residue xs 
dissolved in chloroform. This solution is twice washed 
with 0.01 N aqueous sodium hydroxide, once with water, 
then dried over solid sodium sulfate. The solvent as 
removed by rotovap. and the residue is chromatographed 
on silica gel eluting with the appropriate 
methanol/chloroform/1% triethylamine solvent system. 
The fractions containing the dimer nucleoside are 
, combined, then evaporated to dryness. The residue is 
dissolved in a minimum of THF and this solution is added 
to hexanes. The precipitate is collected and dried 
under vacuum. 



30 



Fxample 14 



c tign of a Uiiocai^amate intejgubunit linkage. 

N.N-dimethylaminopyridine (DMAP) is purchased 
from Aldrich Chemical Co. 



WO 86/W55W 



ta,l/l'S8<>/U0S44 



-81- 



Formation of the thio carbamate intersubunit 
linkage of the 5'-aminonucleosides prepared in Example 3 
is achieved in the same manner as described aboue in 
_ Lng alterations in procedure — 
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The 5 '-aminonucleosides employe d haue as ba«u-|.rofcf cting ■ •■ 
moieties either 2-(phenylsulfonyl)ethoxycarbonyl (for 
deoxycytidine and deoxyadenosine) or 9-FMOC (for 
guanosine and 2. 6-dia«nino-2'-deoxyriboside). groups. The 
preparation of these molecules are described above 
(Example 3). Activation of the 5'-tritylaminonucleosxde 
(1 mmol) is achieved with p-nitrophenylchlorothiof ormate 
(as prepared by G Hilgetag and r. Phillippson, Monatsber 
pe„t Hiss Berlin (1964) 6:897) (1.2 mmol) in the 

presence of triethylamine (2 mmol) and the DMAP 
(catalytic amount) in DMF. The coupling step employs 
this activated monomer (1 mmol) with the requisite 
5'-a,ninonucleoside (1.1 mmol) using DMAP or N-methyl 
imidazole as catalyst and DMF as the soluent. In this 
aqueous workup of these steps, the 0.01 N aqueous NaOH 
mashes are omitted, employing in- their place water 
washes . 

Example 1 5 

r^fion o f — K«™te and th i ocarbamate intersubunit 
1-inkaoes hAfmeen mo ^pholino type subunits . 

N-methylimidazole is purchased from Aldrich 

Chemical Co. 

The requisite dry. N' -protected, 5' -free 
alcohol .norpholino type nucleoside (employing acetyl or 
benzoyl groups for base protection where necessary) 
(1 mmol). Prepared in Example 5 aboue is treated with 
bis-(p-nitro P henyl)carbonate and triethylamine (or DMAP 
or N-methylimidazole) (catalytic amount) in DMF under 
anhydrous conditions. The solution is stirred for 3 h. 
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then evaporated to dryness. The residue is dissolved in 
chloroform and the solution is mashed twice with 0.01 N 
-aqtieotre-N aOH. once with wat e r , then dried over 



Ma S O • The sg ittgflBs remove d b y rntoyap and _thjg_ 
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15 



residSe is chromatographed on silica gel eluting with an 
appropriate chlorof orm/isopropanol/O. 1% DMA mixture. 
The fractions containing the desired activated 
nucleoside are combined, evaporated, and the resulting 
solid is dissolved in a minimum of THF. The THF 
solution is added to an excess of hexanes and the 
resulting precipitate is collected and dried. 

The required 5' -free hydroxy. N'-free 
morpholino type nucleoside (using the identical base 
protecting groups listed above in this example) (1.1 
mmol), after evaporation twice from DMF. is treated with 
the B , -(p-nitrophenoxycarbonyl)morpholino subunit (1 
mmol) in DMF. The volume of the reaction solution is 
reduced under vacuum to a small volume. If required, a 
catalytic amount of N-me'thylimidazole or triethylamine 
is added to the reaction vessel. • The resulting solution 
is allowed to stand overnight at rt. The remaining 
solvent is evaporated, and the residue is dissolved in 
chloroform. The chloroform solution is washed twice 
with O.Ol M aqueous NaOH, once with water, and then 
25 dried over Na^O^. The solvent is removed by 

rotovap and the residue is chromatographed on silica gel 
eluting with chlorof orm/methanol solvent mixtures. The 
fractions containing the desired dimer are combined, 
then rotovaped to dryness. The residue is dissolved in 
a minimum of THF and the solution is added to an excess 
of hexanes. The precipitate is collected and dried 

under vacuum. 

Morpholino subunits linked by thiocarbamate 
moieties are prepared as related above in this example 
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The base- 



udth the following experimental alterations 

protecting groups are either . 
l-(phenylsulfonyl)ethoxycarbonyl (for deoxycytidine and 
.^vadenu s i n e ^- ^ FHOC (for deoxyguanosine and 



2 .6-dia,nino-2'-deoxyriboside) groups. u,e (R^a~= 
of these molecules is described above (Example 5). 
Activation of the ..-protected morpholino nucleoside 
! —1) ±. achieved with p-nitrophenylchlorothxof ormate 
1.2 Jl) in the presence of triethylamine (2 .mol and 
10 DHAP or N-methyl imidazole (catalytic amount) an DHF. 
10 The coupling step employs this activated monome ( 

Lol) with the requisite N-free morpholino nucleoside 
7l -1) "Sing D« A P or N -methyl imidazole as catalyst 
and DHF as the solvent while warming the 
1S 3S-40OC. in the aqueous workup of these steps, the 0.01 
N aqueous NaOH washes are omitted, employing an thexr 
place water washes. 

Fvample 16 

■»^ pa r,H 0 n of »" g^tejr_§ubunit linkage. 
20 N , N _dimethylamino P yridine and N-methy Imidazole 

are obtained from Aldrich. 

The coupling of two subunits is performed by 
reaction of the 5'-N.N-acetamide-3 -hydroxy 
25 Liththe with the 3 .-silylated-5.-active ester. These 
" are prepared as in Example 6. The reagents (1 mmol 
each) are coeuaporated several times with 
dimethylformamide. then dissolved in dimethyl* ^ormamxde 
(5 .L) and treated with N.N-dimethylamxnopyrxdane (0.2 
30 mmol) or N-methylimidazole (Immol). ™* 
30 amoved under reduced pressure and the reactxon allowed 
to stand at room temperature for 2 h. The rescue xs 
dissolved in chloroform and washed with dilute HCl 
ua ter. and the organic phase dried with sodxum sulfate 
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The 



and solvents evaporated under reduced pressure 
residue is purified by chromatography on silaca gel 
,.c4n g a gradient of met hanol in ch lo roform. 

— t ^ J LIT* ^a«<! 



The chatn- B Nty- be elongated hy <imi urAmtiu^ 

_ . a a r- M 



5 



in Example 6. and treatment of the resulting 3 '-free 
hydroxy compound with the active ester as an the 
previous paragraph. 

Examgle 17 
Fognation of g *- anr ^ide-1 inked dimer 
10 A ful iy protected t-BOC N-hydroxysuccinimidoyl 

ester or p-nitrophenyl ester prepared as in Example 11.3 
and 11.4 (1 mmol) is dried by several coevaporataons 
u,ith dry dimethyformamide. The protected amino acad , 
15 trifluoroacetate salt from Example 9 (1 mmol) as treated 
similarly. The t«o components are separately dissolved 
in dry dimethylformamide (2 «L>. mixed, and treated uith 
diisopropylethylamine (1.0 mmol). The solution as 
stirred at room temperature for 1 h, then the solvent is 
20 removed by evaporation under reduced P-ssure the 

residue dissolved in chloroform and washed uath dalute 
HC1. The organic layer is dried over sodium 
evaporated to dryness under reduced pressure, and the 
residue purified by chromatography on silica gel usang a 
„ gradient of methanol in chloroform (5-50%). 

Alternatively the t-BOC dimer acid may be purified by 
chromatography on C18 reverse phase silica gel using 
water and methanol (trifluoroethanol) mixtures. 



30 



17 .1 p^p^Hoh of the »-BQC dimer active ester 
The acid from the previous paragraph as 
converted into the N-hydroxysuccinimidoyl ester or 
P-nitrophenyl ester by application of the general 
methods in Example 11.3 and 11.4. 



WO 86/05518 



rci/ustfo/w&i* 



-85- 



17 . 2 pre paration of the dimer amino arid trifluoro 

The t-BOC dimer acid is treated u,it h trifluoro 
-^ tate as pe r the g e ner a l procedure an Example 9. = 



5 17 3 o»o P ^ a tion o * » +-»QC tetramer acid , 

The t-BOC dimer actiue ester and the dimer acad 
trifluoroacetate are coupled to the t-BOC tetramer acid 
^ the general procedure. Purification is best effected 

10 by chromatography on C18 reuerse phase silica gel usang 
W ater and methanol (or trifluoroethanol) mixtures 
buffered to P H 7.0 with triethylamrnonium acetate. In 
this manner chains of any length may be prepared by 
coupling an active ester with a free amine component.-- 

15 Example 18 

geometric -..-hT nf an B-snhnnit carhamate-linked 

D ° 1Vmer deae cellulose is purchased from Sigma Chemical 
20 Co. Preparative TLC plates are a product of EH Science 
purchased from UWR Scientific. HPLC equipment, columns, 
and supplies are available from Beckman Instruments. Inc 
The requisite carbamate-linked dimer (0.2 mmol) 
prepared as described in example 12. is treated with 4 
25 mL of a 1/1/1 mixture of methanol/THF/glacial acetic 
acid at rt for 12 h. The solvent is removed under 
uacuum and the residue is taken up in a minimum of THF. 
The THF solution is added to a large volume of hexanes 
and the resulting precipitate is collected and dried. 
The acetate salt is dissolved in a 4/1 THF/ethanol 
mixture and DEAE cellulose (0.8 mmol of the base) as 
added to the vessel. After stirring for 20 min. the 
heterogeneous mixture is filtered and the filtrate 
evaporated to dryness. The residue is dissolved in a 
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mi ni,«um of 4/1 THF/ethanol and this solution as added to 
hexanes. The solid is collected and dried. The 
-precipitati o n proc e dure i s repeated once 

Th e ri . T . i»nrf N - S'-trnyl dimer (0.1 mmol) (as _ 



10 



prepared in Example 12) is evaporated twice from DMF 
then treated with bis (p-nitrophenyl) carbonate (2 mmol) 
in the presence of triethylamine (or DMAP or N-methyl 
imidazole) (catalytic amount) using DMF as the solvent, 
after 3 h the solvent is evaporated and the resxdue 
dissolved in chloroform. This solution is washed twace 
with 0.01 N aqueous NaOH , once with water, then draed 
over Na 2 SO.. The solvent is removed by rotovap and 
the rescue is chromatographed on silica gel elutang 
W ith a chloroform/isopropanol or methanol/0 . 1% DMA 
15 mixture. The appropriate fractions are combined and 
evaporated to dryness. The residue is dissolved an a 
minimum of THF and this solution is added to an excess 
of hexanes. The precipitated activated dimer as 
collected by filtration and dried under vacuum. 

The 5 '-amino dimer nucleoside prepared above 
20 (0.11 mmol) is twice evaporated from DMF. The activated 
dimer (0.1 mmol) is added to the reaction vessel and the 
solids are dissolved in DMF. The solution as 
concentrated to a small volume and allowed to stand 
overnight. The solvent is completely removed under 
uacuum and the resulting residue is dissolved an 
chloroform. This solution is twice washed with 0.01 N 
aqueous sodium hydroxide, once with water, then draed 
oye r sodium sulfate. The solvent is removed by rotovap 
30 and the residue is chromatographed on a preparative TLC 
plate eluting with the appropriate 

,„ethanol/chlorofor,o/l% triethylamine solvent system 
The band containing the tetramer nucleoside is eluted 
and the solvent is evaporated. The residue is dissolved 
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in a minimum of THF and this solution is added to 
hexanes. The precipitate is collected and dried under 
vacuum. 



The f ollowin g t r an s fo r mations ar e pe rf o rmed 



10 



using the procedures enumerated above in this example. 
The requisite N-5'-trityl tetramer nucleoside (0.06 
mmol) is treated with 1/1/1 THF/methanol/glacial acetic 
acid, then purified to afford the 5' -aminote trainer 
nucleoside. Another aliquot of the N-5'-trityl tetramer 
nucleoside (0.05 mmol) is activated with bis(p-nitro 
phenyl) carbonate and subsequently purified. The two 
tetramers are coupled, worked up, and further 
purification is achieved either by chromatography on a 
preparative TLC plate or by HPLC chromatography, the 
15 chroma tographed material is isolated as a solid. 

dissolved in a minimum of THF, and then precipitated 
from hexanes. The octomer nucleoside is collected and 
dried. 

The octamer is configured for further use as 
follows. The N-5'-trityl octomer- nucleoside is treated 
with 1/1/1 THF/methanol/glacial acetic acid and purified 
employing the conditions listed above. The 5' -amino 
octomer nucleoside (0.01 mmol) is treated with succinic 
anhydride (0.02 mmol) in pyridine at room temperature 
for two hours. The solvent is removed by rotovap and 
the residue is evaporated several times from ethanol. 
The residue is taken up in 3/1 THF/ethanol and added to 
a 2/1 hexane/ben/ene mixture. The solid is collected 
and dried. The N-5'-succinylated octamer nucleoside 
30 (0.01 imnol) is treated with a i/1 mixture of 

pyridine/concentrated ammonia (1 mL) . After standing 
overnight the solvent is removed by rotovap and the 
residue is evaporated from ethanol several times. The 
crude solid is purified using reverse phase (RP-18) HPLC 
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chromatography. The elutants are evaporated and the 
residue is taken up in DMSO and precipitated from a 1/1 
-h^xane^befh zone solue n t m i xture. The solid is collected 



and dried- 



Ex ample 19 

Proration of a SUPP ort -h».»nd cleavahlo linker suitable 
For stepwise and stepwise/block assembly of ■ polymers :, 
*p*iuation of support and att achment of linker. 
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20 



Long-rchain alkylamine-derivatized controlled 
pore glass (Cat. No. 24875) is obtained from Pierce 
Chemical Co. 2 . 2-sulf onyldiethanol and 
dicyclohexylcarbodiimide are obtained from Aldrich 

15 Chemical Co. 

The amino groups of the glass suppo.rt 
(approximately 40 mmol per gram of support) are reacted 
with succinic anhydride essentially by the method of 
Matteucci and Caruthers (J Chem Soc (1981) 

103:3185) to give free carboxylic acid termini. 
One-tenth mol of 2.2 '-sulf onyldiethanol (60 % by weight 
in water) is dried by mixing with three uolumes of 
dimethylformamide (DKF ) . reducing to a thick syrup under 
uacuum in a warm water bath, adding a second quantity of 
DMF. reducing to a thick syrup, and repeating the 
process a third time. Dry DMF is then added to giue a 
final sulf onyldiethanol concentration of 2 M. A mixture 
of 1 ml of the sulf onyldiethanol solution plus 0.2 g of 
dicyclohexylcarbodiimide is added to 1 g of the dry 
controlled pore glass support carrying carboxylic acid 
residues and the slurry mixed by rocking or tumbling 
(not stirring) overnight at rt. Thereafter, the glass 
support is thoroughly washed with methanol and dried. 
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nf fh6 first subunifr *nd chain extension 



N-methylimidazole , 
4_(N.N-dimethylainino) pyridine (DMAP 1 ) . and - 
l,8-dia2abicyclo[5.4.0]undec-7-ene (DBU) are obtained 
from Aldrich Chemical co. Methyl p-nitrophenyl 
carbonate is prepared from methyl chlorof ormate and 

p-nitrophenol. 

The 2'-deoxycytidine subunit(0.1 mmol) 
prepared as in Example 4.2 (wherein the N* carries a ^ 
P -nitrophenethoxycarbonyl moiety, the 5' oxygen carries 
a di( P -methoxy)-trityl moiety (DMT), and the 3' oxygen 
carries a p-nitrophenoxycarbonyl moiety) is dissolved an 
a minimal volume of dry tetrahydrof uran (THF) or 
dimethylformamide and added to 0.5 g of thoroughly dried 
controlled pore glass support carrying a cleavable 
linker, prepared as in Example 19. Catalyst (either 1 
mmol of N-methylimidazole or 0.1 mmol of DMAP) is 
introduced and the slurry is mixed by rocking or 
trembling (not stirring) for 2 hours. The slurry is 
next filtered, and the solid washed thoroughly with THF. 

Any unreacted hydroxyls are capped by adding 
tuio ml of THF 1 M in methyl p-nitrophenyl carbonate and 
0.5 M in DMAP and mixing for 20 min at rt. Thereafter, 
the glass support is washed with THF and filtered. 

The dimethoxytrityl at the 5' terminus is then 
removed by washing the support with dichloromethane 
followed by treatment with 5 ml of 0.2 M dichloroacetic 
acid in dichloromethane for 5 min at rt. The glass 
support is next washed with dichloromethane and filtered. 
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Subsequent subunits, prepared as in Example 1 
and actiuated as in Example 2, are added in a like 
manne r and in t h e following ord e r : G, ft ,T,A,A,C, A ,T,T, — 



1,1, I , C, (G protected uiith the FMOC m o iety, ft and C 
5 protected with the p-nitrophenethoxy carbonylmoiety) . 

Example 21 

Preparation of a 19-subunit carbamate-linked polymer 
targeted against a conserued sequence in the AIDS uiral 
10 genome. Stepwise assembly of oligomer blocks on a solid 
su pport: addition of the first subunit and chain 
extension. 

The B'-amino^^B'-dideoxycytidine subunit 
(0.2 inmol), prepared as in Example 3 (wherein the N4 - 

15 carries a benzoyl moiety, the 5 1 -amine carries a 

p-methoxytrityl moiety, and the 3' oxygen carries a 
p-nitrophenoxycarbonyl moiety) is dissolved in a minimal 
uolume of dry THF and added to 0.5 g of dried controlled 
pore glass support carrying a cleavable linker, prepared 

20 as in Example 19. Catalyst (either 1 mrnol 

N-methylimidazole or 0.1 mmol of DMAP) is introduced and 
the slurry mixed by rocking or tumbling for 2 h. The 
slurry is next filtered, and the solid washed thoroughly 
with THF. 

25 The mono-p-methoxy trityl is removed by washing 

with dichloromethane, followed by treatment with S ml of 
0.2 M dichloroacetic acid in dichloromethane at rt for 1 
min. The support is then washed with dichloromethane 
and filtered. The 5" amino termini are converted to 

30 their free amine form by a brief wash with 3 ml of THF 
containing 1% by volume of diisopropylethylamine, 
followed by washing with THF and filtration. 

0.1 mrnol of 3' p-nitrophenoxycarbonyl-activated 
diiner having the sequence S'-A-G-S', prepared as in 
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Exainple 13 (wherein the guanine N2 is protected with an 
acetyl moiety and the adenine N6 is protected with a 

benz oyl or a p- nitrobenzo yl m oiety ), is dissolved in a 

minimal uolume of dry THF and~addftd to £fie~glass support" 
5 and mixing is carried out for 2 h (no catalyst is added 
for this and subsequent coupling steps)- The slurry is 
next washed with THF and filtered, 

Any unreacted amine moieties are capped by 
adding 2 ml of THF 2 M in p-nitrophenyl acetate and 
10 mixing at rt for 20 min. Thereafter, the glass support 
is washed with THF and filtered. . 

The mono-methoxytrityl at the 5' terminus is 
removed with dichloroacetic acid, as before. 

Subsequent activated dimeric subunits, prepared 
X 5 as in Example 17 (wherein the exocyclic ring nitrogen of 
cytosine is protected with a benzoyl moiety and the 
exocyclic ring nitrogen of A is protected with a benzoyl 
or a p-nitrobenzoyl moiety), and added in a like manner 
and in the following order: A-T, C-A, T-A, T-T, T-T, 
20 A-C. A-C, C-A (5 1 to 3'). 

Subunits having base exocyclic ring nitrogen 
protective groups removable by strong nonnucleophilic 
bases (e.g., p-nitrophenethoxycarbonyl or phenylsulf onyl 
ethoxycarbonyl for A and C, and FMOC for G) can also be 
2B used for assembling polymers by the procedure above. 
However, polymers having these alternative protective 
groups are generally deprotected by treatment with DBU 
rather than by ammonium hydroxide. 
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c.p pnrt: addition of th e first subunit and chain 
extension. 

A cytosine-containing acyclic-backboned subunit 
(0.2 mmol). prepared as in Example 11.3 (wherein the H* 
of the cytosine carries a 2(P-nitro P henyl)ethoxycarbonyl 
moiety, the amine of the backbone carries a 
t-butoxycarbooyl moiety, and the carboxyl is in the form 
of a p-nitrophenyl ester) is dissolved in a minimal 
uolume of dry THF and added to 0.5 g of dried controlled 
pore glass support carrying a cleauable linker, prepared 
as in Example 19. Catalyst (either 1 mmol of 
N-methylimida^ole or 0.1 mmol of DMAP) is introduced and 
the support mixed for 2 h, filtered, and the solid is 
washed thoroughly with THF. 

The t-BOC is removed by washing the support 
with dichlorotnethane followed by treatment at rt with 5 
ml of 20% by volume trifluoroacetic acid in methylene 
chloride for 30. min. The support is washed with 
dichloromethane and filtered. The support-bound amino 
terminus is converted to the free amine form by a brief 
wash with 3 ml of THF containing 1% by volume of 
diisopropylethylamine, followed by a THF wash. 

The activated dimeric subunit (0.1 mmol) having 
the sequence (amino terminus )-G-fl-(carboxy terminus) 
prepared as in Example 17 (wherein the N2 of guanine 
carries an FMOC moiety, the N6 of adenine carries a 
p-nitrophenethoxycarbonyl moiety, the backbone amino 
terminus carries a t-BOC moiety, and the carboxy 
terminus is in the form of a p-nitrophenyl ester) is 
dissolved in a minimal volume of dry THF and added to 
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the glass support and mixing is carried out for 2 h (no 
catalyst is added for this or subsequent coupling 
steps). The support is washed mith THF. 



ntty wiii 

5 adding 2 ml of 2 M p-nitrophenyl acetate an .nr and 
mixing at rt for 20 min. Thereafter, the glass support 

is washed with THF. 

The terminal t-BOC moiety is removed with TFA 
and the support neutralized, as described above. 

Subsequent dimeric subunits. prepared as in 
Example 17. ace added. in a like manner in the following 
order: (C-terminus) T-A. A-C. A-T, T-T. T-T. C-A, C-A. 
A-C (N-terminus) . 

Subunits hawing exocyclic ring nitrogen ^ 
15 protectige groups removable by good nucleophiles (e.g.. 
benzoyl for C. benzoyl or nitrobenzoyl for A. and acetyl 
or isobutyryl for G) can also be used for assembling 
polymers by the aboue procedures. Howeuer. polymers 
having these alternative protective groups are generally 
20 deprotected by treatment with ammonium hydroxide rather 
than by DBU. 

Example 23 

r^-i T ,rino the ca r hnnate-linked polymer of Example 20 

25 for a solution a pplication. 

The 5' oxygen of the support-bound polymer of 
Example 20 is succinylated with 5 ml of a THF solution 
1 M in succinic anhydride and 0.1 M in DMAP for 10 min 
at rt. washing with THF. and filtering. Next, the 

30 polymer is both released from the support and its 

recognition moieties are deprotected by treatment with 3 
ml of dry DMSO containing 0.3 g of DBU at rt for 12 h. 
The polymer is freed from D8U by two cycles of 
precipitation with anhydrous either and resuspension in 
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anhydrous DMSO. Thereafter, the polymer is resuspended 
in aqueous DMSO containing a trace of pH 715 buffer to 
n eu tr a l iz e an y resi du al D B U a n d purified by anion 



exchange chromatography-. 
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Example 24 

f^nfiourino the carbonate-link p-d polymer of Example 20 
for a solid phase application. 

6-Awiinocaproic acid is reacted with 
2-phenylisopropylphenyl carbonate by the method of 
Sandberg and Ragmarsson (Int J Peptide Prot Res (1974) 
6:111). The N-protected (10 mmol) product is then 
activated by reaction with 20 mmol of OCC and -50 mmol of 
p-nitrophenol in a minimal volume of DMF. the resultant 
product is purified on silica gel developed with ether. 

The support-bound polymer of Example 20 is 
reacted with 1 mmol of the above aminocaproic product 
plus 0.1 mmol of DMftP in 2 ml of THF for 2 h at rt. The 
glass support is then washed with THF and filtered. the 
polymer is both released from the support and its 
recognition moieties deprotected by treatment with 3 ml 
of dry DMSO containing 0.3 g of DBU at rt for 12 h. The 
polymer is freed from DBU by two cycles- of precipitation 
with anhydrous ether and resuspension in anhydrous DMSO. 

The phenylisopropoxycarbonyl group is removed 
by adding 80% aqueous acetic acid and incubating at rt 
for 2 h. The deprotected polymer is precipitated with 
ether, resuspended in aqueous DMSO. and purified by 
cation exchange chromatography. 

One gram of cellulose (Type 20, Cat. No. 3 504. 
average particle size of 20 microns, from Sigma Chemical 
Co.). 1 g of bis(p-nitrophenyl) carbonate, and 0.2 ml of 
triethylamine are added to 5 ml of DMF and stirred 
overnight at rt. The slurry is filtered, washed once 
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uith 10 ml of DMF. then with 50 ml of methanol, and 
dried under vacuum. A typical level of activation 

obtained by this procedure is 23 ttmol of 

p-nH-r "phono* y car bwyi-moie^y-bound-per-g^am-o f 



cellulose. 

The activated cellulose (0.5 g) is washed with 
DMSO. filtered, and 10 nmol of polymer in 1 ml of OMSO 
is added followed by 30 nmol of diisopropylethyl 
amine. This mixture is stirred slowly overnight at rt 
in a closed vessel, filtered, and washed with DMSO. The 
support is next washed with aqueous pyridine, rinsed 
with methanol, and dried. 



10 



Example 25 *■ 
15 configuring the carba rn * te-linked polymer of Example 21 
for a solution pha se application. 

The 5' amino moiety of the support-bound 
carbamate-linked polymer of Example 21 is succinylated 
by reacting with 5 ml of a THF. 1 fi solution in succinic 
20 anhydride and 1 M in diisopropylethylamine for 10 min at 
rt, then washing with THF. 

The polymer is released from the support by 
treatment with 3 ml of DMF containing 0.3 g of DBU. The 
polymer is freed from the DBU by 2 cycles of 
2 6 precipitation with ether and resuspension in DMF. 

Protective groups are removed from the 
recognition moieties by precipitating the polymers with 
ether, resuspending in 1 ml of DMSO. and adding 1 ml of 
concentrated ammonium hydroxide. Generally, when the 
30 protective group on adenine is a benzoyl moiety, 

deprotection is carried out in a closed container at 
30 ft C for 12 h. Alternatively, when the protective group 
on adenine is a nitrobenzoyl and the protective group on 
guanine is an acetyl moiety, deprotection is carried out 
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at rt for 6 h. Volatile components are removed under 
uacuum and the polymer solution neutralized uiith P H 7.5 
buffer. Finally, the polymer, diluted in aqueous PMSO, 
is-purified-by-anion-exchan9e-chr-omato_g rapny . 
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Example 26 

Tonsuring »"« carbamat e i nked polymer of Example 20 
for a solid phas e application. 

The activated 6-aminocaproic acid reagent (1 
nunol) of Example 23 in 3 ml of THF is reacted uiith the 
support-bound. carbamate-linked polymer of Example 21 for 
20 min at rt. The support is washed with THF and 
filtered. The terminal phenylisopropoxycarbonyl moiety 
is removed by washing with dich^oromethane. then 
reacting with 5 ml of 0.5% trifluoroacetic acid in 
dichloromethane for 15 min at rt, washing with THF, and 
filtering. 

• The polymer is released from the support and 
protective groups on the recognition moieties are 
removed as in Example 25, except that the final 
purification is by chromatography on a cation exchange 
column. 

The purified polymer is linked to a cellulose 
support as in Example 20. 



15 



20 



25 



30 



Example 27 

Conf louring , the ainide - 1 inked polymer of Example 22 for a 
solution phase application. 

The support-bound amide-linked polymer of 
Example 22 is succinylated as in Example 24. 

The polymer is released from the support, its 
protective groups on the recognition moieties are 
removed, and it is purified as in Example 24. 



/ 
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Example 28 

Configuring the amide-linked polymer of Example 22 for a 
solid phase application. 



The" support-E^ufTd^mide-llnked polymer of 



5 Example 22 is reacted with actiuated aminocaproic acid 
and the phenylisopropoxycarbonyl moiety remoued as in 
Example 24. 

The polymer is released from the support, its 
protective groups on the recognition moieties are 
10 remoued, it is purified, and then linked to a cellulose 
support essentially as in Example 24. 



While preferred embodiments of the invention ^ 
15 have been described herein, it will be appraent to those 
in the art that .various modifications and changes can be 
made without departing from the invention. 
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IT IS CLAIMED: 



\ T ft polym eric composition effective to bind, 



with a selected binding affinity, to a si n gle - straffifcd- 
5' polynucleotide containing a target sequence of bases, 
comprising non-homopolymeric. substantially 
stereoregular polymer molecules of the form: 



10 



R l R 2 R 3 R n 



8 ~ *B B ~. . . B, 



where: 



(a) where Rj"^ are recognition moieties 
selected from purine, purine-like, pyrimidine, and 

15 pyrimidine like heterocycles effective to bind by 

Watson/Crick pairing to corresponding, in-sequence bases 
in the target sequence; 

(b) n is such that the total number of 
Watson/Crick hydrogen bonds formed between a polymer 

20 molecule and target sequence is at least about 15; 

(c) B B are backbone moieties joined 
predominantly by chemically stable, substantially 
uncharged, predominantly achiral linkages; 

(d) the backbone moiety length ranges from 5 to 
25 7 atoms if the backbone moieties haue a cyclic 

structure, and ranges from 4 to 6 atoms if the backbone 
moieties haue an acyclic structure; and 

(e) the backbone moieties support the 
recognition moieties at positions which allow 

30 Watson/Crick base pairing between the recognition 

moieties and the corresponding, in-sequence bases of the 
target sequences. 
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2. The composition of claim 1. wherein the 
recognition moieties are selected from the following 



group: 



?5f Jw 



a o-CH, i 
4. Y 3 * _ r«_ 



^ «v "V °v 



io u y i 



HN 



15 to O M ?, li & 

ro - ■' " — x«F. CI. Br. I 



^ ***** «Tj> 
I 1 

3. The composition of claim 1. wherein the 
2Q recognition moieties are selected from the following 
group: 



25 



NH 2 CH 




N ' H * 




NH 2 O 



NH 2 ^ ™2 r-ul c » 

V 



30 



3 p ^ ' 
*M, ^YVi HI MT " 

V^-f H^V^ H^V^f 



Hj,N 
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4. The composition of claim 1, wherein B is a 
cyclic backbone moiety, and B ~ B has one of the 
-following forms: — — — — 



10 



15 



20 



.... V 



,o J? 



tKJ ~2p 



o-i^o R °=\_ 0 r 



R 



L 

i 



o o 

H U 

where Y - 0,S and E = C or S 
25 0 



30 
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5. The composition of claim 4, wherein B ~ B 
has one of the following forms: 




15 

where Y - S. 0. 

6. The composition of claim 1. wherein B is an 
20 ayclic backbone moiety, and B ~ B has one of the 
following forms: 
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7. The composition of claim 1. for use in 
binding to an intracellular target sequence, wherein the 
polymer molecules contain at m oYt-1^3 ioni c ch argBS^and- 



no more that about 1 cha r ge pe r «■ subunlU. 
5 

8. The composition of claim 7, wherein the 
polymer molecules contain charged groups at one or both 
molecule ends . 

10 9. A method of preparing a substantially 

uncharged polymeric composition effective to bind 
specifically and with a substantially uniform binding 
affinity to a single-stranded polynucleotide, said 

method comprising 
15 (l) selecting a specific sequence of bases in 

the polynucleotide, said sequence constituting the 

target sequence; 

(2) Providing a group of subunits of the form: 

B-R i . and B-R ^ , where: 

20 (a) and R^ are recognition moieties 

selected from purine, purine-like. pyrimidine. and 
pyrimidine-like heterocycles effectiue to bind by 
Watson/Crick pairing involving two and three hydrogen 
bonds, respectively, to corresponding bases contained in 

25 the selected target-specific sequence; 

(b) B is a backbone moiety which can be coupled 
to another backbone moiety B by a chemically stable, 
uncharged, achiral linkage; 

(c) the spacing between adjacent backbone 
30 moieties, when coupled, is 6 atoms if the backbone 

moieties have a cyclic structure, and between 4-6 atoms 
if the backbone moieties have an acyclic structure; and 

(d) the backbone moieties, when coupled, form a 
backbone which supports the recognition moieties at 
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positions which allow Watson/Crick base pairing between 
the recognition moieties and the corresponding. 

Htn-s eg M»nre bases of the target sequences; and 

m r ».,p-Hng the subunits in a defined sequence 



5 corresponding to the sequence of bases in the 
target-specific sequence. 

10. The method of claim 9. which further 
includes prouiding both R. and R j recognition 

10 moieties for at least one base in the target-spepcxfac 
sequence, and- adjusting the binding affinity of the 
composition for the target sequence by decreasing the 
ratio of R./R r to increase the binding affanity, 
and increasing the ratio, to decrease the binding 

15 affinity. 

11. The method of claim 9. which further 
includes introducing a group which carried an ionic 
charge at or near neutrality at one or both ends of the 
polymer molecules, to increase the solubility of the 
polymer in an aqueous medium. 

12. The method of claim 9. wherein R^^ are 
selected from the following group: 

L NH* 4. O-CH, 5. 1 

<® # /? X) 

HN^j, HN-ITCH3 HN-VX 

1 I I 



20 



25 
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and Rj are selected from the following group: 



a. NHg a. 



10 



15 where X=F, CL. Br. or I. 

13. The method of claim 9. wherein B is a 
cyclic backbone moiety, and adjacent backbone moieties, 
when linked together/ have one of the following forms: 

20 "V> 



25 



Y-7 V 7 

-5c? ~5g 
xj- 

K N O 1 



30 1 r . ^m' 



NH 
I 



0 o 

1 II 

where Y =» S, 0 and E * C or S 
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1*. The method of claim 9. wherein B is an 
acyclic backbone moiety and adjacent backbone moieties, 
-u.hen-l-ink^-oget-h or, haue one of the follouiing forms: 



10 




H.H. 



J-J, M-H 



15 



20 



25 



30 



where E 



% 

•C or 



15. A method for inhibiting expression of a 
single-stranded polynucleotide contained in a system in 
which a selected activity is expressed, said method 

comprising, . . 

(1) selecting a target sequence in the 
polynucleotide which is required for such expression. 

(2) providing a group of subunits of the form: 
B-R . , where : 

1 (a) R ± are recognition moieties selected from 

purine, purine-like, pyrimidine. and pyrimidine like 
heterocycles effective to bind by Watson/Crick pairing 
involving two or three hydrogen bonds, to corresponding 
bases contained in the selected target sequence; 
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(b) B is a backbone moiety which can be coupled 
to another backbone moiety B by a chemically stable. 
-uTrcharg ed, a^iral linkage; 



(c) the unit length of backbone mnieti&s^ 



when 



5 coupled, is 5 to 7 atoms if the backbone moieties haue a 

cyclic structure, and 4 to 6 atoms if the backbone 

moieties haue an acyclic structure: and 

(d) the backbone moieties, when coupled, form a 

backbone which supports the recognition moieties at 
10 positions which allow Watson/Crick base pairing between 

the recognition moieties and the. corresponding. 

in-sequence bases of the target sequences; 

(3) coupling the subunits in a defined 
sequence to form a predominantly uncharged, stereoisomer 

15 polymer designed to bind specifically to the target 
sequence. 

(4) additing the polymer to the system and 
obseruing the extent of inhibition of the polynucleotide 
expression. 

20 depending on the degree" of inhibition of 

polynucleotide expression which is observed, adjusting 
the binding affinity of the polymer for the target 
sequence by one or both of the steps of (a) uarying the 
length of the target sequence and the corresponding 
25 polymer length (b) uarying the ratio of recognition 
moeities which form three and two hydrogen bonds with 
corresponding in-sequence polynucleotide bases; and 

by said adjusting producing a polymer whose 
binding affintity is substantially the lowest .affinity 
30 W hich is required to effect such inhibition of 
polynucleotide expression. 
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